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Title Of Invention 

Cloned Genomes Of Infectious 
Hepatitis C Viruses And Uses Thereof 

This application claims the benefit of U.S. 
Provisional Application No. 60/053,062 filed July 18, 
1997. 

Field Of Invention 



The present invention relates to molecular 
approaches to the production of nucleic acid sequences 
which comprise the genome of infectious hepatitis C 
viruses. In particular, the invention provides nucleic 
acid sequences which comprise the genomes of infectious 
hepatitis C viruses of genotype la and lb strains. The 
invention therefore relates to the use of these sequences, 
and polypeptides encoded by all or part of these 
20 sequences, in the development of vaccines and diagnostic 
assays for HCV and in the development of screening assays 
for the identification of antiviral agents for HCV. 



35 



Par-W q^-nund Of Invention 

Hepatitis C virus (HCV) has a positive- sense 
single-strand RNA genome and is a member of the virus 
family Flaviviridae (Choo et al . , 1991; Rice, 1996). As 
for all positive -stranded RNA viruses, the genome of HCV 
functions as mRNA from which all viral proteins necessary 
for propagation are translated. 

The viral genome of HCV is approximately 9600 
nucleotides (nts) and consists of a highly conserved 5' 
untranslated region (UTR) , a single long open reading 
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frame (ORF) of approximately 9,000 nts and a complex 3' 
UTR. The 5' UTR contains an internal ribosomal entry site 
(Tsukiyama-Kohara et al., 1992; Honda et al . , 1996). The 
3' UTR consists of a short variable region, a 
polypyrimidine tract of variable length and, at the 3' 
end, a highly conserved region of approximately 100 nts 
(Kolykhalov et al . , 1996; Tanaka et al . , 1995; Tanaka et 
al., 1996; Yamada et al . , 1996). The last 46 nucleotides 
of this conserved region were predicted to form a stable 
stem- loop structure thought to be critical for viral 
replication (Blight and Rice, 1997; Ito and Lai, 1997; 
Tsuchihara et al . , 1997). The ORF encodes a large 
polypeptide precursor that is cleaved into at least 10 
proteins by host and viral proteinases (Rice, 1996). The 
predicted envelope proteins contain several conserved N- 
linked glycosylation sites and cysteine residues (Okamoto 
et al., 1992a). The NS3 gene encodes a serine protease 
and an RNA helicase and the NS5B gene encodes an RNA- 
dependent RNA polymerase. 

Globally, six major HCV genotypes (genotypes 1- 
6) and multiple subtypes (a, b, c, etc.) have been 
25 identified (Bukh et al . , 1993; Simmonds et al . , 1993). 

The most divergent HCV isolates differ from each other by 
more than 30% over the entire genome (Okamoto et al . , 
1992a) and HCV circulates in an infected individual as a 
quasispecies of closely related genomes (Bukh et al., 
1995; Farci et al . , 1997). 

At present, more than 80% of individuals 
infected with HCV become chronically infected and these 
chronically infected individuals have a relatively high 
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risk of developing chronic hepatitis, liver cirrhosis and 
hepatocellular carcinoma (Hoofnagle, 1997). In the U.S., 
HCV genotypes la and lb constitute the majority of 
infections while in many other areas, especially in Europe 
and Japan, genotype lb predominates. 

The only effective therapy for chronic hepatitis 
C, interferon (IFN) , induces a sustained response in less 
than 25% of treated patients (Fried and Hoofnagle, 1995) . 
Consequently, HCV is currently the most common cause of 
end stage liver failure and the reason for about 30% of 
liver transplants performed in the U.S. (Hoofnagle, 1997) . 
in addition, a number of recent studies suggested that the 
severity of liver disease and the outcome of therapy may 
be genotype -dependent (reviewed in Bukh et al . , 1997) . In 
particular, these studies suggested that infection with 
HCV genotype lb was associated with more severe liver 
disease (Brechot, 1997) and a poorer response to IFN 
therapy (Fried and Hoofnagle, 1995) . As a result of the 
inability to develop a universally effective therapy 
against HCV infection, it is estimated that there are 
still more than 25,000 new infections yearly in the U.S. 
(Alter 1997) Moreover, since there is no vaccine for HCV, 
HCV remains a serious public health problem. 

However, despite the intense interest in the 
development of vaccines and therapies for HCV, progress 
has been hindered by the absence of a useful cell culture 
system and the lack of any small animal model for 
laboratory study. For example, while replication of HCV 
in several cell lines has been reported, such observations 
have turned out not to be highly reproducible. In 
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addition, the chimpanzee is the only animal model, other 
than man, for this disease. Consequently, HCV has been 
able to be studied only by using clinical materials 
obtained from patients or experimentally infected 
chimpanzees (an animal model whose availability is very 
limited) . 

However, several researchers have recently 
reported the construction of infectious cDNA clones of 
HCV, the identification of which would permit a more 
effective search for susceptible cell lines and facilitate 
molecular analysis of the viral genes and their function. 
For example. Dash et al . , (1997) and Yoo et al . , (1995) 
reported that RNA transcripts from cDNA clones of HCV-1 
(genotype la) and HCV-N (genotype lb) , respectively, 
resulted in viral replication after transfection into 
human hepatoma cell lines. Unfortunately, the viability 
of these clones was not tested in vivo and concerns were 
raised about the infectivity of these cDNA clones in vitro 
(Fausto, 1997) . In addition, both clones did not contain 
the terminal 98 conserved nucleotides at the very 3' end 
of the UTR. 

Kolykhalov et al., (1997) and Yanagi et al. 
(1997) reported the derivation from HCV strain H77 (which 
is genotype la) of cDNA clones of HCV that are infectious 
for chimpanzees. However, while these infectious clones 
will aid in studying HCV replication and pathogenesis and 
will provide an important tool for development of in vifcro 
replication and propagation systems, it is important to 
have infectious clones of more than one genotype given the 
extensive genetic heterogeneity of HCV and the potential 
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impact of such heterogeneity on the development of 
effective therapies and vaccines for HCV. 

c,iTr,m;:.r- Y Of The Invention 

The present invention relates to nucleic acid 
sequences which comprise the genome of infectious 
hepatitis C viruses and in particular, nucleic acid 
sequences which comprise the genome of infectious 
hepatitis C viruses of genotype la and lb strains. It xs 
therefore an object of the invention to provide nuclexc 
acid sequences which encode infectious hepatitis C 
viruses. Such nucleic acid sequences are referred to 
throughout the application as "infectious nucleic acid 
sequences" . 

For the purposes of this application, nucleic 
acid sequence refers to RNA, DNA, cDNA or any variant 
thereof capable of directing host organism synthesis of a 
hepatitis C virus polypeptide. It is understood that 
nucleic acid sequence encompasses nucleic acid sequences, 
which due to degeneracy, encode the same polypeptide 
sequence as the nucleic acid sequences described herein. 

The invention also relates to the use of the 
infectious nucleic acid sequences to produce chimeric 
genomes consisting of portions of the open reading frames 
of infectious nucleic acid sequences of other genotypes 
(including, but not limited to, genotypes 1, 2, 3, 4, 5 
30 and 6) and subtypes (including, but not limited to, 

subtypes la, lb, 2a, 2b, 2c, 3a 4a-4f, Ba and 6a) of HCV. 
For example infectious nucleic acid sequence of the la and 
lb strains H77 and HC-J4, respectively, described herern 
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can be used to produce chimeras with sequences from the 
genomes of other strains of HCV from different genotypes 
or subtypes. Nucleic acid sequences which comprise 
sequence from the open-reading frames of 2 or more HCV 
genotypes or subtypes are designated "chimeric nucle.c 

acid sequences" . 

The invention further relates to mutations of 
the infectious nucleic acid sequences of the invention 
where mutation includes, but is not limited to, point 
mutations, deletions and insertions. In one embodiment, a 
gene or fragment thereof can be deleted to determine the 
effect of the deleted gene or genes on the propertxas of 

, J ■ ^ ^„oVi a=! its virulence and its ability to 
the encoded virus such as ics vxiuxc 

replicate In an alternative embodiment, a mutation may 
be introduced into the infectious nucleic acid sequences 
to examine the effect of the mutation on the properties of 

the virus in the host cell. 

The invention also relates to the introduction 
of mutations or deletions into the infectious nucleic acid 
sequences in order to produce an attenuated hepatxtis C 
virus suitable for vaccine development. 

The invention further relates to the use of the 
infectious nucleic acid sequences to produce attenuated 
viruses via passage in vitro or in vivo of the viruses 
produced by transfection of a host cell with the 
infectious nucleic acid sequence. 

The present invention also relates to the use of 
the nucleic acid sequences of the invention or fragments 
thereof in the production of polypeptides where "nucleic 
acid sequences of the invention" refers to infectious 
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nucleic acid sequences, mutation, of infectious nucle.c 
acid sequences, chimeric nucleic acid sequences and 
sequences which cc^rise the genome of attenuated viruses 
produced from the infectious nucleic acid sequences of the 
invention. The polypeptides of the invention, especially 
structural polypeptides, can serve as immunogens rn the 
development of vaccines or as antigens in the development 
of diagnostic assays for detecting the presence of HCV xn 

biological samples. 

The invention therefore also relates to vaccines 
for use in immunizing mammals especially humans against 
hepatitis C. in one embodiment, the vaccine comprises one 
or more polypeptides made from a nucleic acid sequence of 
5 the invention or fragment thereof. m a second 

embodiment, the vaccine comprises a hepatitis C virus 
produced by transfection of host cells with the nucleic 
acid sequences of the invention. 
,„ The present invention therefore relates to 

methods for preventing hepatitis c in a mammal. In one 
embodiment the method comprises administering to a mammal 
a polypeptide or polypeptides encoded by a nucleic acrd 
sequence of the invention in an amount effective to induce 
" protective immunity to hepatitis c. In another 
embodiment, the method of prevention comprises 
administering to a mammal a hepatitis C virus of the 

^ effective to induce protective 

invention m an amount errecuxve 

30 immunity against hepatitis C. 

in yet another embodiment, the method of 
protection comprises administering to a mammal a nucleic 
acid sequence of the invention or a fragment thereof in an 
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amount effective to induce protective immunity against 

hepatitis C. 

The invention also relates to hepatitis C 

viruses produced by host cells transfected with the 
5 nucleic acid sequences of the present invention. 

The invention therefore also provides 
pharmaceutical compositions comprising the nucleic acid 
sequences of the invention and/or their encoded hepatxtxs 
,0 C viruses. The invention further provides pharmaceutxcal 
compositions comprising polypeptides encoded by the 
nucleic acid sequences of the invention or fragments 
thereof. The pharmaceutical compositions of the invention 
may be used prophylactically or therapeutically. 
15 The invention also relates to antibodies to the 

hepatitis C viruses of the invention or their encoded 
polypeptides and to pharmaceutical compositions comprisxng 

these antibodies. 

The present invention further relates to 
polypeptides encoded by the nucleic acid sequences of the 
invention fragments thereof. In one embodiment, saxd 
polypeptide or polypeptides are fully or partially 
purified from hepatitis C virus produced by cells 
transfected with nucleic acid sequence of the invention, 
in another embodiment, the polypeptide or polypeptides are 
produced recombinantly from a fragment of the nucleic acxd 
sequences of the invention. In yet another embodiment, 
30 the polypeptides are chemically synthesized. 

The invention also relates to the use of the 
nucleic acid sequences of the invention to identify cell 
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lines capable of supporting the replication of HCV in 



vitro 



The invention further relates to the use of the 
nucleic acid sequences of the invention or their encoded 
proteases (e.g. NS3 protease) to develop screening assays 
to identify antiviral agents for HCV. 

Tn^Hof DPficriT? ^ -i <~^^ Figures 

Figure 1 shows a strategy for constructing full- 
length cDNA clones of HCV strain H77 . The long PCR 
products amplified with HI and H9417R primers were cloned 
directly into pGEM-9zf (-) after digestion with Not I and 
Xba I (PH21X and pH50.) . Next, the 3' UTR was cloned rnto 
both PH21. and pHSOx after digestion with Afl II and Xba I 
(PH21 and pH50) . pH21 was tested for infectivity .n a 
chimpanzee. To improve the efficiency of cloning, we 
constructed a cassette vector with consensus 5' and 3' 
termini of H77 . This cassette vector (pCV) was obtained 
by cutting out the BamHI fragment (nts 1358- 7530 of the 
H77 genome) from pH50, followed by religation. Fxnally, 
the long PCR products of H77 amplified with primers HI and 
H9417R (H product) or primers Al and H9417R (A product) 
were cloned into pCV after digestion with Age I and Afl II 
or with Pin AI and Bfr I. The latter procedure yielded 
multiple complete cDNA clones of strain H77 of HCV. 

Figure 2 shows the results of gel 
electrophoresis of long RT-PCR amplicons of the entire ORF 
of H77 and the transcription mixture of the infectious 
clone of H77. The complete ORF was amplified by long RT- 
PCR with the primers HI or Al and H9417R from 10^ GE of 
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H77 . A total Of 10 Mg of the consensus chimeric clone 
(PCV-H77C) linearized with Xba I was transcribed in a 100 
;xl reaction with 17 RNA polymerase. Five ^1 of the 
transcription mixture was analyzed by gel electrophoresis 
5 and the remainder of the mixture was injected into a 

chimpanzee. Lane 1, molecular weight marker ; lane 2, 
products amplified with primers HI and H9417R; lane 3, 
products amplified with primers Al and H9417R; lane 4, 
,0 transcription mixture containing the RNA transcripts and 
linearized clone pCV-H77C (12.5 kb) . 

Figure 3 is a diagram of the genome organization 
of HCV strain H77 and the genetic heterogeneity of 
individual full-length clones compared with the consensus 
sequence of H77 . Solid lines represent aa changes. 
Dashed lines represent silent mutations. A * in pH21 
represents a point mutation at nt 58 in the 5' UTR. In 
the ORF, the consensus chimeric clone pCV-H77C had 11 nt 
20 differences [at positions 1625 (C-^T) . 2709 (T->C) , 3380 

(A^G), 3710 (C^T), 3914 (G^A) , 4463 (T^O , 5058 (C-.T) , 
5834 (C-.T), 6734 (T->C) , 7154 {C->T) , and 7202 (T-^O ] and 
one aa change (F -> L at aa 790) compared with the 
25 consensus sequence of H77 . This clone was infectious. 

Clone PH21 and pCV-Hll had 19 nts (7 aa) and 64 nts (21 
aa) differences respectively, compared with the consensus 
sequence of H77. These two clones were not infectious. 
30 single point mutation in the 3' UTR at nucleotide 9406 

(G->A> introduced to create an Afl II cleavage site is not 
shown . 
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Figures 4A-4F show the complete nucleotide 
sequence of a H77C clone produced according to the present 
invention and Figures 4G-4H show the amino acid sequence 
encoded by the H77C clone. 

Figure 5 shows an agarose gel of long RT-PCR 
amplicons and transcription mixtures. Lanes 1 and 4 : 
Molecular weight marker (Lambda/Hindlll digest) . Lanes 2 
and 3: RT-PCR amplicons of the entire ORF of HC-J4. Lane 
5: PCV-H77C transcription control (Yanagi et al., 1997). 
Lanes 6, 7, and 8 : l/40 of each transcription mixture of 
PCV-J4L2S, PCV-J4L4S and pCV-J4L6S, respectively, which 
was injected into the chimpanzee. 

Figure 6 shows the strategy utilized for the 
construction of full-length cDNA clones of HCV strain HC- 
J4 . The long PGR products were cloned as two separate 
fragments (L and S) into a cassette vector (pCV) with 
fixed 5' and 3' termini of HCV {Yanagi et al., 1997). 
Full-length cDNA clones of HC-J4 were obtained by 
inserting the L fragment from three pCV-J4L clones into 
three identical pCV-J4S9 clones after digestion with 
PinAI (isoschizomer of Agel) and Bfrl (isoschizomer of 
Aflll) . 

Figure 7 shows amino acid positions with a 
quasispecies of HC-J4 in the acute phase plasma pool 
obtained from an experimentally infected chimpanzee. 
Cons-p9: consensus amino acid sequence deduced from 
analysis of nine L fragments and nine S fragments (see 
Fig. 6). Cons-D: consensus sequence derived from direct 
sequencing of the PCR product. A, B, C: groups of similar 
viral species. Dot: amino acid identical to that in Cons- 
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p9. capital letter: amino acid different from that in 
Cons-p9. Cons-F: composite consensus amino acid sequence 
combining Cons-p9 and Cons-D. Boxed amino acid: different 
from that in Cons-F. Shaded amino acid: different from 
that in all species A sequences. An *: defective ORF due 
to a nucleotide deletion (clone LI, aa 1097) or insertion 
(clone L7, aa 2770). Diagonal lines: fragments used to 
construct the infectious clone. 

Figure 8 shows comparisons (percent difference) 
of nucleotide (nts. 156 - 8935) and predicted amino acid 
sequences (aa 1 - 2864) of L clones (species A, B, and C, 
this study), HC-J4/91 (Okamoto et al . , 1992b) and HC-J4/83 
(Okamoto et al., 1992b). Differences among species A 
sequences and among species B sequences are shaded. 

Figure 9 shows UPGMA ("unweighted pair group 
method with arithmetic mean") trees of HC-J4/91 (Okamoto 
et al., 1992b), HC-J4/83 (Okamoto et al . , 1992b), two 
protot^e strains of genotype lb (HCV-J, Kato et al., 
1990; HCV-BK, Takamizawa et al . , 1991), and L clones (this 
study) . 

Figure 10 shows the alignment of the HVRl and 
HVR2 amino acid sequences of the E2 sequences of nine L 
clones of HC-J4 (species A, B, and C) obtained from an 
early acute phase plasma pool of an experimentally 
infected chimpanzee compared with the sequences of eight 
clones (HC-J4/91-20 through HC-J4/91-27, Okamoto et al., 
1992b) derived from the inoculum. Dot: an amino acid 
identical to that in the top line. Capital letters: amino 
acid different from that in the top line. 
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Figure 11 shows the alignment of the 5' UTR and 
the 3' UTR sequences of infectious clones of genotype la 
(PCV-H77C) and lb (pCV-J4L6S) . Top line: consensus 
sequence of the indicated strain. Dot: identity with 
consensus sequence. Capital letter: different from the 
consensus sequence. Dash: deletion. Underlined: PinAI 
and Bf rl cleavage site. Numbering corresponds to the HCV 

sequence of pCV-J4L6S. 

Figure 12 shows a comparison of individual full- 
length cDNA clones of the ORF of HCV strain HC-J4 with 
the consensus sequence {see Fig. 7). Solid lines: amino 
acid changes. Dashed lines: silent mutations. Clone pCV- 
J4L6S was infectious in vivo whereas clones pCV-J4L2S and 

pCV-J4L4S were not. 

Figure 13 shows biochemical (ALT levels) and PCR 

analyses of a chimpanzee following percutaneous 
intrahepatic transfection with RNA transcripts of the 
infectious clone of pCV-J4L2S, pCV-J4L4S and pCV-J4L6S. 
The ALT serum enzyme levels were measured in units per 
liter (u/1). For the PCR analysis, "HCV RUA" represented 
by an open rectangle indicates a serum sample that was 
negative for HCV after nested PCR; "HCV RNA" represented 
by a closed rectangle indicates that the serum sample was 
positive for HCV and HCV GE titer on the right-hand y-axis 
represents genome equivalents. 

Figures 14A-14P show the nucleotide sequence of 
30 the infectious clone of genotype lb strain HC-J4 and 

Figures 146- 14H show the amino acid sequence encoded by 
the HC-J4 clone. 
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Figure 15 shows the strategy for constructing a 
chimeric HCV clone designated pH77CV-J4 which contains the 
nonstructural region of the infectious clone of genotype 
xa strain H77 and the structural region of the infectious 
clone of genotype lb strain HC- J4 . 

Figures 16A-16F show the nucleotide sequence of 
the chimeric la/lb clone pH77CV-J4 of Figure 15 and 
Figures 166.16H show the amino acid sequence encoded by 
the chimeric la/lb clone. 

Figures 17A and 17B show the sequence of the 3' 
untranslated region remaining in various 3' deletion 
.utants of the la infectious clone pCV-H77C and the 
strategy utilized in constructing each 3' deletion mutant 

(Figures 17C-17G) . 

Of the seven deletion mutants shown, two (pCV- 
H77C(-98X) and (-42X)) have been constructed and tested 
for infectivity in chimpanzees (see Figures 17A and 17C) 
and the other six are to be constructed and tested for 
infectivity as described in Figures 17D-17G. 

Figures 18A and 18B show biochemical (ALT 
levels) . PCR (HCV RNA and HCV GE titer) , serological 
(anti-HCV) and histopathological (Fig- 18B only) analyses 
of chimpanzees 1494 (Fig. 18A) and 1530 (Fig. 18B) 
following transfection with the infectious cDNA clone pCV- 

H77C . 

The ALT serum enzyme levels were measured in 
units per ml (u/1) • For the PCR analysis, "HCV RNA- 
represented by an open rectangle indicates a serum sample 
that was negative for HCV after nested PCR,- "HCV RKA" 
represented by a closed rectangle indicates that the serum 
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sample was positive for HCV; and HCV GE titer on the 
right-hand y-axis represents genome equivalents. 

The bar marked "anti-HCV" indicates samples that 
were positive for anti-HCV antibodies as determined by 
commercial assays. The histopathology scores in Fxgure 
18B correspond to no histopathology (O) , mild hepatitxs 
(5) and moderate to severe hepatitis (•) - 

'nT^.qrRIPTjnw OF THE TNVENTION 

The present invention relates to nucleic acid 
sequences which comprise the genome of an infectious 
hepatitis C virus. More specifically, the invention 
relates to nucleic acid sequences which encode infectious 
hepatitis C viruses of genotype la and lb strains. In one 
embodiment, the infectious nucleic acid sequence of the 
invention has the sequence shown in Figures 4A-4F of thxs 
application. In another embodiment, the infectious 
nucleic acid sequence has the sequence shown in Figures 
14A-14F and is contained in a plasmid construct deposited 
with the American Type Culture Collection (ATCC) on 
January 26, 1998 and having ATCC accession number 2 0959_e. 

^ ^lor^ -reflates to "chimeric nucleic 
The invention also reiares l-^j 

acid sequences" where the chimeric nucleic acid sequences 
consist of open-reading frame sequences taken from 
infectious nucleic acid sequences of hepatitis C viruses 
of different genotypes or subtypes. 
30 in one embodiment, the chimeric nucleic acid 

sequence consists of sequence from the genome of an HCV 
strain belonging to one genotype or subtype which encodes 
structural polypeptides and sequence of an HCV strain 
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belonging to another genotype strain or subtype which 
encodes nonstructural polypeptides. Such chimeras can be 
produced by standard techniques of restriction digestion, 
PGR amplification and subcloning known to those of 

ordinary skill in the art. 

in a preferred embodiment, the sequence encoding 
nonstructural polypeptides is from an infectious nucleic 
acid sequence encoding a genotype la strain where the 
' construction of a chimeric la/lb nucleic acid sequence xs 
described in Example 9 and the chimeric la/lb nucleic ac.d 
sequence is shown in Figures 16A-16F. It is believed that 
the construction of such chimeric nucleic acid sequences 
will be Of importance in studying the growth and virulence 
properties of hepatitis C virus and in the production of 
hepatitis C viruses suitable to confer protection against 
multiple genotypes of HCV. For example, one might produce 
a "multivalent" vaccine by putting epitopes from several 
genotypes or subtypes into one clone. Alternatively one 
might replace just a single gene from an infectious 
sequence with the corresponding gene from the genomic 
sequence of a strain from another genotype or subtype or 
create a chimeric gene which contains portions of a gene 
from two genotypes or subtypes. Examples of genes which 
could be replaced or which could be made chimeric, 
include, but are not limited to, the El, E2 and NS4 genes. 

The invention further relates to mutations of 
the infectious nucleic acid sequences where -mutations- 
includes, but is not limited to, point mutations, 
deletions and insertions. Of course, one of ordinary 
skill in the art would recognize that the size of the 
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insertions would be limited by the ability of the 
resultant nucleic acid sequence to be properly packaged 
within the virion. Such mutation could be produced by 
techniques known to those of skill in the art such as 
site-directed mutagenesis, fusion PCR, and restriction 
digestion followed by religation. 

In one embodiment, mutagenesis might be 
undertaken to determine sequences that are important for 
viral properties such as replication or virulence. For 
example, one may introduce a mutation into the infectious 
nucleic acid sequence which eliminates the cleavage site 
between the NS4A and NS4B polypeptides to examine the 
effects on viral replication and processing of the 
polypeptide. Alternatively, one or more of the 3 amino 
acids encoded by the infectious lb nucleic acid sequence 
shown in Figures 14A-14F which differ from the HC-J4 
consensus sequence may be back mutated to the 
corresponding amino acid in the HC-J4 consensus sequence 
to determine the importance of these three amino acid 
changes to infect ivity or virulence. In yet another 
embodiment, one or more of the amino acids from the 
noninfectious lb clones pCV-J4L2S and pCV-J4L4S which 
differ from the consensus sequence may be introduced into 
the infectious lb sequence shown in Figures 14A-14F. 

in yet another example, one may delete all or 
part of a gene or of the 5' or 3' nontranslated region 
30 contained in an infectious nucleic acid sequence and then 
transfect a host cell (animal or cell culture) with the 
mutated sequence and measure viral replication in the host 
by methods known in the art such as RT-PCR. Preferred 
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genes include, but are not limited to, the P7, NS4B and 
NS5A genes. Of course, those of ordinary skill in the art 
will understand that deletion of part of a gene, 
preferably the central portion of the gene, may be 
preferable to deletion of the entire gene in order to 
conserve the cleavage site boundaries which exist between 
proteins in the HCV polyprotein and which are necessary 
for proper processing of the polyprotein. 

in the alternative, if the transfection is into 
a host animal such as a chimpanzee, one can monitor the 
virulence phenotype of the virus produced by transfection 
of the mutated infectious nucleic acid sequence by methods 
known in the art such as measurement of liver enzyme 
levels (alanine aminotransferase (ALT) or isocitrate 
dehydrogenase (ICD) ) or by histopathology of liver 
biopsies. Thus, mutations of the infectious nucleic acrd 
sequences may be useful in the production of attenuated 
HCV strains suitable for vaccine use. 

The invention also relates to the use of the 
infectious nucleic acid sequences of the present invention 
to produce attenuated viral strains via passage in vxtro 
or in vivo of the virus produced by transfection with the 
infectious nucleic acid sequences. 

The present invention therefore relates to the 
use of the nucleic acid sequences of the invention to 
identify cell lines capable of supporting the replication 
30 of HCV. 

In particular, it is contemplated that the 
mutations of the infectious nucleic acid sequences of the 
invention and the production of chimeric sequences as 
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discussed above may be useful in identifying sequences 
critical for cell culture adaptation of HCV and hence, may 
be useful in identifying cell lines capable of supporting 

HCV replication. 

Transfection of tissue culture cells with the 
nucleic acid sequences of the invention may be done by 
methods of transfection known in the art such as 
electroporation, precipitation^ with DEAE-Dextran or 
calcium phosphate or liposomes. 

in one such embodiment, the method comprises the 
growing of animal cells, especially human cells, in vitro 
and transfecting the cells with the nucleic acid of the 
invention, then determining if the cells show indic.a of 
HCV infection. Such indicia include the detection of 
viral antigens in the cell, for example, by 
immunofluorescent procedures well known in the art; the 
detection of viral polypeptides by Western blotting using 
antibodies specific therefor; and the detection of newly 
transcribed viral RNA within the cells via methods such as 
RT-PCR. The presence of live, infectious virus partxcles 
following such tests may also be shown by injection of 
cell culture medium or cell lysates into healthy, 
susceptible animals, with subsequent exhibition of the 
symptoms of HCV infection. 

suitable cells or cell lines for culturing HCV 
include, but are not limited to, lymphocyte and hepatocyte 

30 cell lines known in the art. 

Alternatively, primary hepatocytes can be 
cultured, and then infected with HCV; or, the hepatocyte 
cultures could be derived from the livers of infected 
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chimpanzees. In addition, various immortalization methods 
known to those of ordinary skill in the art can be used to 
obtain cell-lines derived from hepatocyte cultures. For 
example, primary hepatocyte cultures may be fused to a 
variety of cells to maintain stability. 

The present invention further relates to the ill 
vitro and in vivo production of hepatitis C viruses from 
the nucleic acid sequences of the invention. 

In one embodiment, the sequences of the 
invention can be inserted into an expression vector that 
functions in eukaryotic cells. Eukaryotic expression 
vectors suitable for producing high efficiency gene 
transfer in vivo are well known to those of ordinary skill 
in the art and include, but are not limited to, plasmids, 
vaccinia viruses, retroviruses, adenoviruses and adeno- 

associated viruses. 

In another embodiment, the sequences contained 
in the recombinant expression vector can be transcribed in 
vitro by methods known to those of ordinary skill in the 
art in order to produce RNA transcripts which encode the 
hepatitis C viruses of the invention. The hepatitis C 
viruses of the invention may then be produced by 
transfecting cells by methods known to those of ordinary 
skill in the art with either the in vitro transcription 
mixture containing the RNA transcripts (see Example 4) or 
with the recombinant expression vectors containing the 
30 nucleic acid sequences described herein. 

The present invention also relates to the 
construction of cassette vectors useful in the cloning of 
viral genomes wherein said vectors comprise a nucleic acid 
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sequence to be cloned, and said vector reading in the 
correct phase for the expression of the viral nucleic acid 
to be cloned- Such a cassette vector will, of course, 
also possess a promoter sequence, advantageously placed 
upstream of the sequence to be expressed. Cassette 
vectors according to the present invention are constructed 
according to the procedure described in Figure 1, for 
example, starting with plasmid pCV. Of course, the DNA to 
be inserted into said cassette vector can be derived from 
any virus, advantageously from HCV, and most 
advantageously from the H77 strain of HCV. The nucleic 
acid to be inserted according to the present invention 
can, for example, contain one or more open reading frames 
of the virus, for example, HCV. The cassette vectors of 
the present invention may also contain, optionally, one or 
more expressible marker genes for expression as an 
indication of successful transfection and expression of 
20 the nucleic acid sequences of the vector. To insure 

expression, the cassette vectors of the present invention 
will contain a promoter sequence for binding of the 
appropriate cellular RNA polymerase, which will depend on 
the cell into which the vector has been introduced. For 
example, if the host cell is a bacterial cell, then said 
promoter will be a bacterial promoter sequence to which 
the bacterial RNA polymerases will bind. 

The hepatitis C viruses produced from the 
30 sequences of the invention may be purified or partially 
purified from the transfected cells by methods known to 
those of ordinary skill in the art. In a preferred 
embodiment, the viruses are partially purified prior to 
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their use as immunogens in the pharmaceutical compositions 
and vaccines of the present invention. 

The present invention therefore relates to the 
use of the hepatitis C viruses produced from the nucleic 
acid sequences of the invention as immunogens in live or 
killed ( e.g. . formalin inactivated) vaccines to prevent 
hepatitis C in a mammal. 

In an alternative embodiment, the immunogen of ^ 
the present invention may be an infectious nucleic acid 
sequence, a chimeric nucleic acid sequence, or a mutated 
infectious nucleic acid sequence which encodes a hepatitis 
C virus. Where the sequence is a cDNA sequence, the cDNAs 
and their RNA transcripts may be used to transfect a 
mammal by direct injection into the liver tissue of the 
mammal as described in the Examples. 

Alternatively, direct gene transfer may be 
accomplished via administration of a eukaryotic expression 
vector containing a nucleic acid sequence of the 
invention. 

In yet another embodiment, the immunogen may be 
a polypeptide encoded by the nucleic acid sequences of the 
invention. The present invention therefore also relates 
to polypeptides produced from the nucleic acid sequences 
of the invention or fragments thereof. In one embodiment, 
polypeptides of the present invention can be recombinantly 
produced by synthesis from the nucleic acid sequences of 
30 the invention or isolated fragments thereof, and purified, 
or partially purified, from transfected cells using 
methods already known in the art. In an alternative 
embodiment, the polypeptides may be purified or partially 
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purified from viral particles produced via transfection of 
a host cell with the nucleic acid sequences of the 
invention. Such polypeptides might, for example, include 
either capsid or envelope polypeptides prepared from the 
sequences of the present invention. 

When used as immunogens, the nucleic acid 
sequences of the invention, or the polypeptides or viruses 
produced therefrom, are preferably partially purified 
prior to use as immunogens in pharmaceutical compositions 
and vaccines of the present invention. When used as a 
vaccine, the sequences and the polypeptide and virus 
products thereof, can be administered alone or in a 
suitable diluent, including, but not limited to, water, 
saline, or some type of buffered medium. The vaccine 
according to the present invention may be administered to 
an animal, especially a mammal, and most especially a 
human, by a variety of routes, including, but not limited 
to, intradermal ly, intramuscularly, subcutaneously , or in 
any combination thereof. 

Suitable amounts of material to administer for 
prophylactic and therapeutic purposes will vary depending 
on the route selected and the immunogen (nucleic acid, 
virus, polypeptide) administered. One skilled in the art 
will appreciate that the amounts to be administered for 
any particular treatment protocol can be readily 
determined without undue experimentation. The vaccines of 
30 the present invention may be administered once or 

periodically until a suitable titer of anti-HCV antibodies 
appear in the blood. For an immunogen consisting of a 
nucleic acid sequence, a suitable amount of nucleic acid 
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sequence to be used for prophylactic purposes might be 
expected to fall in the range of from about 100 to 
about 5 mg and most preferably in the range of from about 
500 ixg to about 2mg. For a polypeptide, a suitable amount 
^ to use for prophylactic purposes is preferably 100 ng to 
100 ^g and for a virus 10=^ to 10^ infectious doses. Such 
administration will, of course, occur prior to any sign of 
HCV infection. 

10 A vaccine of the present invention may be 

employed in such forms as capsules, liquid solutions, 
suspensions or elixirs for oral administration, or sterile 
liquid forms such as solutions or suspensions. Any inert 
carrier is preferably used, such as saline or phosphate- 
buffered saline, or any such carrier in which the HCV of 
the present invention can be suitably suspended. The 
vaccines may be in the form of single dose preparations or 
in multi-dose flasks which can be utilized for mass- 
vaccination programs of both animals and humans. For 
purposes of using the vaccines of the present invention 
reference is made to Remington's Pharmaceufi cal Sciences , 
Mack Publishing Co., Easton, Pa., Osol (Ed.) (1980); and 
Mew TrendH and DeveTopmen* -" iTi Vaccines. Voller et al . 
(Eds.), University Park Press, Baltimore, Md. (1978), both 
of which provide much useful information for preparing and 
using vaccines. Of course, the polypeptides of the 
present invention, when used as vaccines, can include, as 
part of the composition or emulsion, a suitable adjuvant, 
such as alum (or aluminum hydroxide) when humans are to be 
vaccinated, to further stimulate production of antibodies 
by immune cells. When nucleic acids or viruses are used 
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for vaccination purposes, other specific adjuvants such as 
CpG motifs (Krieg, A.K. et al.(1995) and (1996)), may 

prove useful. 

When the nucleic acids, viruses and polypeptides 

of the present invention are used as vaccines or inocula, 

they will normally exist as physically discrete units 

suitable as a unitary dosage for animals, especially 

mammals, and most especially humans, wherein each unit 

will contain a predetermined quantity of active material 

calculated to produce the desired immunogenic effect in 

association with the required diluent. The dose of said 

vaccine or inoculum according to the present invention is 

administered at least once . In order to increase the 

antibody level, a second or booster dose may be 

administered at some time after the initial dose. The 

need for, and timing of, such booster dose will, of 

course, be determined within the sound judgment of the 

administrator of such vaccine or inoculum and according to 

sound principles well known in the art. For example, such 

booster dose could reasonably be expected to be 

advantageous at some time between about 2 weelcs to about 6 

months following the initial vaccination. Subsequent 

doses may be administered as indicated. 

The nucleic acid sequences, viruses and 

polypeptides of the present invention can also be 

administered for purposes of therapy, where a mammal, 

30 especially a primate, and most especially a human, is 

already infected, as shown by well known diagnostic 

measures. When the nucleic acid sequences, viruses or 

polypeptides of the present invention are used for such 
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therapeutic purposes, much of the same criteria will apply 
as when it is used as a vaccine, except that inoculation 
will occur post -infection. Thus, when the nucleic acid 
sequences, viruses or polypeptides of the present 
invention are used as therapeutic agents in the treatment 
of infection, the therapeutic agent comprises a 
pharmaceutical composition containing a sufficient amount 
of said nucleic acid sequences, viruses or polypeptides so 
as to elicit a therapeutically effective response in the 
organism to be treated. Of course, the amount of 
pharmaceutical composition to be administered will, as for 
vaccines, vary depending on the immunogen contained 
therein (nucleic acid, polypeptide, virus) and on the 
route of administration. 

The therapeutic agent according to the present 
invention can thus be administered by, subcutaneous, 
intramuscular or intradermal routes. One skilled in the 
art will certainly appreciate that the amounts to be 
administered for any particular treatment protocol can be 
readily determined without undue experimentation. Of 
course, the actual amounts will vary depending on the 
route of administration as well as the sex, age, and 
clinical status of the subject which, in the case of human 
patients, is to be determined with the sound judgment of 

the clinician. 

The therapeutic agent of the present invention 
30 can be employed in such forms as capsules, liquid 

solutions, suspensions or elixirs, or sterile liquid forms 
such as solutions or suspensions. Any inert carrier is 
preferably used, such as saline, phosphate-buf f ered 
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saline, or any such carrier in which the HCV of the 
present invention can be suitably suspended. The 
therapeutic agents may be in the form of single dose 
preparations or in the raulti-dose flasks which can be 
utilized for mass-treatment programs of both animals and 
humans. Of course, when the nucleic acid sequences, 
viruses or polypeptides of the present invention are used 
as therapeutic agents they may be administered as_a single 
dose or as a series of doses, depending on the situation 
as determined by the person conducting the treatment. 

The nucleic acids, polypeptides and viruses of 
the present invention can also be utilized in the 
production of antibodies against HCV. The term "antibody- 
is herein used to refer to immunoglobulin molecules and 
immunologically active portions of immunoglobulin 
molecules. Examples of antibody molecules are intact 
immunoglobulin molecules, substantially intact 
immunoglobulin molecules and portions of an immunoglobulin 
molecule, including those portions known in the art as 
Fab, F(ab')2 and F(v) as well as chimeric antibody 
molecules . 

Thus, the polypeptides, viruses and nucleic acid 
sequences of the present invention can be used in the 
generation of antibodies that immunoreact (i.e., specific 
binding between an antigenic determinant -containing 
molecule and a molecule containing an antibody combining 
30 site such as a whole antibody molecule or an active 
portion thereof) with antigenic determinants on the 
surface of hepatitis C virus particles. 
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The present invention therefore also relates to 
antibodies produced following immunization with the 
nucleic acid sequences, viruses or polypeptides of the 
present invention. These antibodies are typically 
produced by immunizing a mammal with an immunogen or 
vaccine to induce antibody molecules having 
immunospecificity for polypeptides or viruses produced in 
response to infection with the nucleic acid sequences of 
the present invention. When used in generating such 
antibodies, the nucleic acid sequences, viruses, or 
polypeptides of the present invention may be linked to 
some type of carrier molecule. The resulting antibody 
molecules are then collected from said mammal. Antibodies 
produced according to the present invention have the 
unique advantage of being generated in response to 
authentic, functional polypeptides produced according to 
the actual cloned HCV genome. 

The antibody molecules of the present invention 
may be polyclonal or monoclonal. Monoclonal antibodies 
are readily produced by methods well known in the art. 
Portions of immunoglobin molecules, such as Fabs, as well 
as chimeric antibodies, may also be produced by methods 
well known to those of ordinary skill in the art of 
generating such antibodies. 

The antibodies according to the present 
invention may also be contained in blood plasma, serum, 
hybridoma supernatants, and the like. Alternatively, the 
antibody of the present invention is isolated to the 
extent desired by well known techniques such as, for 
example, using DEAE Sephadex. The antibodies produced 



wo 99/04008 



PCTAJS98/14688 



- 29 - 



according to the present invention may be further purified 
so as to obtain specific classes or subclasses of antibody 
such as IgM, IgG, IgA, and the like. Antibodies of the 
IgG class are preferred for purposes of passive 

^ protection. 

The antibodies of the present invention are 
useful in the prevention and treatment of diseases caused 
by hepatitis C virus in animals, especially mammals, and 

10 most especially humans. 

In providing the antibodies of the present 
invention to a recipient mammal, preferably a human, the 
dosage of administered antibodies will vary depending on 
such factors as the mammal's age, weight, height, sex, 

'5 general medical condition, previous medical history, and 
the like. 

in general, it will be advantageous to provide 
the recipient mammal with a dosage of antibodies in the 

20 range of from about 1 mg/kg body weight to about 10 mg/kg 
body weight of the mammal, although a lower or higher dose 
may be administered if found desirable. Such antibodies 
will normally be administered by intravenous or 
intramuscular route as an inoculum. The antibodies of the 

^ present invention are intended to be provided to the 
recipient subject in an amount sufficient to prevent, 
lessen or attenuate the severity, extent or duration of 

any existing infection. 
30 The antibodies prepared by use of the nucleic 

acid sequences, viruses or polypeptides of the present 
invention are also highly useful for diagnostic purposes. 
For example, the antibodies can be used as in vitro 
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diagnostic agents to test for the presence of HCV in 
biological samples taken from animals, especially humans, 
such assays include, but are not limited to, 
radioimmunoassays, EIA, fluorescence. Western blot 

^ analysis and ELISAs. In one such embodiment, the 

biological sample is contacted with antibodies of the 
present invention and a labeled second antibody is used to 
detect the presence of HCV to which the antibodies are 

IQ bound . 

such assays may be, for example, a direct 
protocol (where the labeled first antibody is 
immunoreactive with the antigen, such as, for example, a 
polypeptide on the surface of the virus) , an indirect 
protocol (where a labeled second antibody is reactive with 
the first antibody) , a competitive protocol (such as would 
involve the addition of a labeled antigen) , or a sandwich 
protocol (where both labeled and unlabeled antibody are 
used) , as well as other protocols well known and described 
in the art. 

in one embodiment, an immunoassay method would 
utilize an antibody specific for HCV envelope determinants 
and would further comprise the steps of contacting a 
biological sample with the HCV-specific antibody and then 
detecting the presence of HCV material in the test sample 
using one of the types of assay protocols as described 
above, polypeptides and antibodies produced according to 
the present invention may also be supplied in the form of 
a kit, either present in vials as purified material, or 
present in compositions and suspended in suitable diluents 
as previously described. 
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in a preferred embodiment, such a diagnostic 
test kit for detection of HCV antigens in a test sample 
comprises in combination a series of containers, each 
container a reagent needed for such assay. Thus, one such 
^ container would contain a specific amount of HCV-specif.c 
antibody as already described, a second container would 
contain a diluent for suspension of the sample to be 
tested, a third container would contain a positive control 
0 and an additional container would contain a negative 

control. An additional container could contain a blank. 

For all prophylactic, therapeutic and diagnostic 
uses, the antibodies of the invention and other reagents, 
plus appropriate devices and accessories, may be provided 
^5 in the form of a kit so as to facilitate ready 
availability and ease of use. 

The present invention also relates to the use of 
nucleic acid sequences and polypeptides of the present 
20 invention to screen potential antiviral agents for 

antiviral activity against HCV. Such screening methods 

4: cViil in the art. Generally, the 
are known by those of skill m tne an. 

antiviral agents are tested at a variety of 

concentrations, for their effect on preventing vxral 

replication in cell culture systems which support vxral 

replication, and then for an inhibition of infectivity or 

of viral pathogenicity (and a low level of toxicity) in an 

animal model system. 

in one embodiment, animal cells (especially 
human cells) transfected with the nucleic acid sequences 
of the invention are cultured in vitro and the cells are 
treated with a candidate antiviral agent (a chemical, 
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peptide etc.) for antiviral activity by adding the 
candidate agent to the medium. The treated cells are then 
exposed, possibly under transfecting or fusing conditions 
known in the art, to the nucleic acid sequences of the 
present invention. A sufficient period of time would then 
be allowed to pass for infection to occur, following which 
the presence or absence of viral replication would be 
determined versus untreated control cells by methods known 
to those of ordinary skill in the art. Such methods 
include, but are not limited to, the detection of viral 
antigens in the cell, for example, by immunof luorescent 
procedures well known in the art; the detection of viral 
polypeptides by Western blotting using antibodies specific 
therefor; the detection of newly transcribed viral RNA 
within the cells by RT-PCR; and the detection of the 
presence of live, infectious virus particles by injection 
of cell culture medium or cell lysates into healthy, 
susceptible animals, with subsequent exhibition of the 
symptoms of HCV infection. A comparison of results 
obtained for control cells (treated only with nucleic acid 
sequence) with those obtained for treated cells (nucleic 
acid sequence and antiviral agent) would indicate, the 
degree, if any, of antiviral activity of the candidate 
antiviral agent. Of course, one of ordinary skill in the 
art would readily understand that such cells can be 
treated with the candidate antiviral agent either before 
30 or after exposure to the nucleic acid sequence of the 
present invention so as to determine what stage, or 
stages, of viral infection and replication said agent is 
effective against. 
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in an alternative embodiment, a protease such as 
NS3 protease produced from a nucleic acid sequence of the 
invention may be used to screen for protease inhibxtors 
which may act as antiviral agents. The structural and 
nonstructural regions of the HCV genome, including 
nucleotide and amino acid locations, have been determined, 
for example, as depicted in Houghton, M. (1996), Fig- l; 
and Major, M.E. et al . (1997) , Table 1. 

such above-mentioned protease inhibitors may 
take the form of chemical compounds or peptides which 
.imic the known cleavage sites of the protease and may be 
screened using methods known to those of skill in the art 
(Houghton. M. (1996) and Major. M.E. et al . (1997)). For 
example, a substrate may be employed which mimics the 
protease 's natural substrate, but which provides a 
detectable signal (e.g. by fluorimetric or colorimetrxc 
methods) When cleaved. This substrate is then incubated 
with the protease and the candidate protease inhibitor 
under conditions of suitable pH, temperature etc. to 
detect protease activity. The proteolytic activities of 
the protease in the presence or absence of the candidate 
inhibitor are then determined. 
25 in yet another embodiment, a candidate antiviral 

agent (such as a protease inhibitor) may be directly 
assayed in vivo for antiviral activity by administering 
the candidate antiviral agent to a chimpanzee transfected 
with a nucleic acid sequence of the invention and then 
measuring viral replication in vivo via methods such as 
RT-PCR Of course, the chimpanzee may be treated with the 
candidate agent either before or after transfection with 
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the infectious nucleic acid sequence so as to determine 
What stage, or stages, of viral infection and replication 
the agent is effective against. 

The invention also provides that the nuclexc 
acid sequences, viruses and polypeptides of the invention 
.ay be supplied in the for. of a kit, alone or in the for. 
of a pharmaceutical composition. 

All scientific publication and/or patents cited 
herein are spe'cif ically incorporated by reference. The 
following examples illustrate various aspects of the 
invention but are in no way intended to limit the scope 
thereof . 

EXAMPLES 

MATERIALS AND METHODS 
For Examples 1-4 

Collection of Virus 

Hepatitis C virus was collected and used as a 
source for the RNA used in generating the cDNA clones 
according to the present invention. Plasma containing 
strain H77 of HCV was obtained from a patient in the acute 
phase of transfusion-associated non-A, non-B hepatxtxs 

^ =>! fiqai)) Strain H77 belongs to genotype 
(Feinstone et al (1981J ) • ov,j.<ax 

la of HCV (Ogata et al (1991), Inchauspe et al (1991))- 
The consensus sequence for most of its genome has been 
determined (Kolyakov et al (1996) , Ogata et al (1991) , 
inchauspe et al (1991) and Farci et al (1996)). 
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RNA. Puri fi cation 

Viral RNA was collected and purified by 
conventional means. In general, total RNA fro. 10 .1 of 
H77 plasma was extracted with the TRIzol system (GIBCO 
BRL) The RNA pellet was resuspended in 100 ,1 of 10 mM 
dithiothreitol (DTT) with 5% (vol/vol) RNasin (20 - 40 
units/Ml) (available from Promega) and 10 ,1 aliquots were 
stored at -80°C. In subsequent experiments RT-PCR was 
performed on RNA equivalent to 1 Ml of H77 plasma, which 
contained an estimated 10^ genome equivalents (GE) of HCV 

(Yanagi et al (1996) ) . 

Primers used in the RT-PCR process were deduced 
from the genomic sequences of strain H77 according to 
procedures already known in the art (see above) or else 
were determined specifically for use herein. The primers 
generated for this purpose are listed in Table 1. 
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Table 1. Oligonucleotides used for PGR 
amplification of strain H77 of HCV 



H9261F 

H3'X58R 

H9282F 

H3'X45R 

H9375F 

H3'X-35R 

EI9386F 

H3'X-38R 

HI 



Designation Sequence (5' 

' GGCTACAGCGGGGGGAGACA TTTATCACAUC 



3') 



Al 

H9417R 



.** 

TCATGCGGCTCACGGACCTTTCACAGCTAG 
CTCCAAGCTTATCACAGCGTGTCTCATGCCCGGCCCCG 
CGTCTCT^GGACCTTTCACAGCTAGCCGTGACTAGGG 
TGAAGGTTGGGGTAAACACTCCGGCCTCTTAGGCCATT 
ACATGATCTGCAGAGAGGCCAGTATCAGCACTCTC 
CTCaA<X:i3ACGCGTAAACACTCCGGCCTCCTTAAGCCATTCCTG 

St ctcSgacatg^ ctgcagagaggccagtatcagcactctctgc 

SSSiiiGGCCGCTAAMCGACrCACrArAGCCAGCCCCCTGAT- 

gggggcgacactccaccatg 
actgtcttcacgca6aaagcgtctagccat 

■n.^-^r^nr,,vAA TGGCTTAAGAGGCCGGAGTGTTTACC 

- hJ v silences a re shown xn piaxn text, non-HCV-.yecUx. - 
HUV sequttii^c: , _ *.A^■ir^■i^^ rleavaae sites 



sec^e/ces'Se^^ in .ridfrcra;d Artificial cleavage sites 

?or CDNA cloning are underlined. The core sequenceof the 
T7 promoter in primer HI is shown in italics 
Primers tor long RT-fCK were size-puriiied. 



rDNA Synthesis 

The RNA was denatured at 65°C for 2 min, and 
cDNA synthesis was performed in a 20 /xl reaction volume 
with superscript II reverse transcriptase (from GIBCO/BRL) 
at 42 "C for 1 hour using specific antisense primers as 
described previously (Tellier et al (1996) ) . The cDNA 
mixture was treated with RNase H and RNase Tl (GIBCO/BRL) 
for 20 min at 37 °C. 

an^ plTfrcaf i"" '^ryA Cloning of the 3' PTR 

The 3' UTR of strain H77 was amplified by PGR 
in two different assays. In both of these nested PGR 
reactions the first round of PCR was performed in a total 
volume of 50 /xl in 1 ^ buffer, 250 ^mol of each 
deoxynucleoside triphosphate (dNTP; Pharmacia) , 20 pmol 
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each of external sense and antisense primers, 1 Ml of the 
Advantage KlenTaq polymerase mix (from Clontech) and 2 ,1 
of the final cDNA reaction mixture. In the second round 
of PGR, 5 Ml of the first round PGR mixture was added to 
45 ^1 'of PGR mixture prepared as already described. Each 
round of PGR (35 cycles) , which was performed in a Perkin 
Elmer DNA thermal cycler 480, consisted of denaturation at 
94 "C for 1 min (in 1st cycle 1 min 30 sec), annealing at 
SO°C for 1 min and elongation at 68»C for 2 min. In one 
experiment a region from NS5B to the conserved region of 
the 3' UTR was amplified with the external primers H9261F 
and H3'X58R, and the internal primers H9282F and H3'X45R 
(Table 1) in another experiment, a segment of the 
variable region to the very end of the 3' UTR was 
amplified with the external primers H9375F and H3'X-35R, 
and the internal primers H9386F and H3'X-38R (Table 1. 
Fig 1) . Amplified products were purified with QIAquick 
PCR purification kit (from QIAGEN) , digested with Hind III 
and Xba 1 (from Promega) , purified by either gel 
electrophoresis or phenol /chloroform extraction, and then 
cloned into the multiple cloning site of plasmid pGEM- 
9zf(-) (Promega) or pUC19 (Pharmacia). Cloning of cDNA 
into the vector was performed with T4 DNA ligase (Promega) 
by standard procedures. 

....... n of Nen nm T-nrrl-h TT77 GPnom^s by Long PGR 

The reactions were performed in a total volume 
of 50 Ml in 1 - buffer, 250 Mmol of each dNTP. 10 pmol 
each of sense and antisense primers, 1 Ml of the Advantage 
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KlenTaq polymerase mix and 2 ^1 of the cDNA reaction 
fixture (Tellier et al (1996) ) . A single PGR round of 35 
cycles was performed in a Robocycler thermal cycler (from 
Stratagene) , and consisted of denaturation at 99 for 35 
^ sec annealing at 57 for 30 sec and elongation at 68 °C 
for 10 min during the first 5 cycles, 11 min during the 
next 10 cycles, 12 min during the following 10 cycles and 
13 min during the laat 10 cycles. To amplify the complete 
10 ORF of HCV by long RT-PCR we used the sense primers HI or 
Al deduced from the 5' UTR and the antisense primer H9417R 
deduced from the variable region of the 3' UTR (Table 1, 
Fig. 1) . 

^^^^^^^.r..,nr. of ^nn-T,.nath H7.7_cDNA^lones 

The long PGR products amplified with HI and 
H9417R primers were cloned directly into pGEM-9zf (-) after 
digestion with Not I and Xba I (from Promega) (as per 
Fig. 1) - TWO clones were obtained with inserts of the 
expected size, pH21. and pH50.. Next, the chosen 3' UTR 
was cloned into both pH21. and pH50x after digestion with 
Ml II and Xba I (New England Biolabs) . DH5a competent 
cells (GIBCO/BRL) were transformed and selected with LB 
agar plates containing 100 Mg/-1 ampicillin (from SIGMA) . 
Then the selected colonies were cultured in LB liquid 
containing ampicillin at 30»C for -18-20 hrs 
30 (transformants containing full-length or near full-length 
CDNA of H77 produced a very low yield of plasmid when 
cultured at 37 »C or for more than 24 hrs) . After small 
scale preparation (Wizard Plus Minipreps DNA Purification 
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■ sys.e.. ™e.a) eac. plas.M was .etransfor^ed .o select 
..ingle Clone, and la..e scale preparation of plas..d DN. 
was performed with a QIAGEN plasmid Max. k.t. 

■ Tona RT-PCR.Products_Jp1-n n r.ssPr»-p Vector 

TO improve tte efficiency of cloning, a vector 
„ith consensus «>a 3' termini of HCV strain H77 was 
constructed (Fig- D • This cassette vector ,pCV, was 
0 obtained by cutting out the BaM.1 fragment (nts 13S8 - 

„30 of the H7, genome, fro. pHSO, foUowed by relrgat.on. 
«ext, the long PCR products of H77 amplified with HI and 
„,417R or « and H9417R primers were purified .Geneclean 
spin Kit; BIO 101> a.d cloned into pCV after digestion 
" with .ge : and Ufl H <-« Kngland Biolabs, or with Pan . 

^ A ^ T^ and Bfr I (isoschizomer of Afi ii) 
(isoschizomer of Age I) and Brr i ^ 

^ • \ Tavaf- scale preparations of ttie 
(Boehringer Mannheim) . Large scaie v y 

• • ^ full -length cDNA of H77 were performed 
plasmids containing full lengcn 

20 as described above. 

anstrM=£ie.^SfJ22JMSS^^ 

A full-length cDSA clone of H77 with an ORF 
encoding the consensus amino acid se^ence was constructed 
by making a chimera from four of the cMA clones obtarned 
aLe. This consensus chimera, pC«-H77C, was constructed 
in two ligation steps by using standard molecular 
procedures and convenient cleavage sites and involved 
£i„t a two piece ligation and then a three piece 
ligation. Large scale preparation of pCV-H77C was 
performed as already described. 
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Tn Vitro T-K-^ncr-rintion 

Plasmid= containing the full-length HCV cDNA 
„ere linearised with Xba 1 (fro™ Pro^ega, , and pnrifi.d by 
phenol/chlorofor. extraction and ethanol precipitation . 
XOO ,1 reaction fixture containing 10 .g of linearised 
plalid 1 X transcription buffer, 1 - .TP, OTP, OTP 

and OTP, 10* DTT , 4% (v/v, RB.sin (20-40 units/.H and 2 
„1 of T7 EBA polymerase (Prcmega) was incubated at 37 -c 
2 hrs. rive ,1 of the reaction mixture was analysed 
by agarose gel electrophoresis followed by ethidiun, 
bromide staining. The transcription reaction mixture was 
diluted with 400 .1 of ice-cold phosphate-buffered saUne 
without calcium or magnesium, immediately fro.en on dry 
ice and stored at -80 -C. The final nucleic acid mixture 
was injected into chimpanzees within 24 hrs. 

11,1 I III Ml 1- " '^^"^^"^^^ ^ 

Laparotomy was performed and aliquots from two 
transcription reactions were injected into 6 sites of the 
exposed liver (Emerson et al (19^2) . Serum samples were 
collected weekly from chin^anzees and monitored for Irver 
enzyme levels and anti-HCV antibodies. Weekly samples of 
100 A of serum were tested for HCV RHA in a highly 
sensitive nested RT-PCR assay with AmpUTaq Gold (Parkrn 
Elmer, (vanagi et al Bulch et al (1.^2,,. The 

genome titer of HCV was estimated by testing 10 -fold 
serial dilutions of the extracted ^ in the RT-PCH assay 
(Yanagi et al (1996) ) . The two chimpanzees used xn thrs 
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study were maintained under conditions that met all 
requirements for their use in an approved facility. 

The consensus sequence of the complete ORF from 
HCV genomes recovered at week 2 post inoculation (p-i) 
was determined by direct sequencing of PGR products 
obtained in long RT-PCR with primers Al and H9417R 
followed by nested PGR of 10 overlapping fragments. The 
consensus sequence of the variable region of the 3' UTR 
was determined by direct sequencing of an amplxcon 
obtained in nested RT-PCR as described above. Finally, we 
amplified selected regions independently by nested RT-PGR 
with AmpliTaq Gold. 
[5 .qp quence Analysis 

Both strands of DNA from PGR products, as well 
as plasmids, were sequenced with the ABI PRISM Dye 
Termination Gycle Sequencing Ready Reaction Kit using Tag 
20 DNA polymerase (Perkin Elmer) and about 100 specific sense 
and antisense sequence primers. 

The consensus sequence of HCV strain H77 was 
determined in two different ways. In one approach, 
overlapping PGR products were directly sequenced, and 
amplified in nested RT-PCR from the H77 plasma sample. 
The sequence analyzed (nucleotides (nts) 35-9417) included 
the entire genome except the very 5' and 3' termini. In 
the second approach, the consensus sequence of nts 157- 
30 9384 was deduced from the sequences of 18 full-length cDNA 
clones • 
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EXAMPLE 1 



H77 



The heterogeneity of the 3' UTR was analyzed by 
cloning and sequencing of DNA amplicons obtained in nested 
RT-PCR. 19 clones containing sequences of the entire 
variable region, the poly U-UC region and the adjacent 19 
nt of the conserved region, and 65 clones containing 
sequences of the entire poly U-UC region and the first 63 
nts of the conserved region were analyzed. This analysis 
confirmed that the variable region consisted of 43 nts, 
including two conserved termination codons (Han et al 
(1992)) . The sequence of the variable region was highly 
conserved within H77 since only 3 point mutations were 
found among the 19 clones analyzed. A poly U-UC region 
was present in all 84 clones analyzed. However, its 
length varied from 71-141 nts. The length of the poly U 
region was 9-103 nts, and that of the poly UC region was 
35-85 nts. The number of C residues increased towards the 
3' end of the poly UC region but the sequence of this 
region is not conserved. The first 63 nts of the 
25 conserved region were highly conserved among the clones 
analyzed, with a total of only 14 point mutations. To 
confirm the validity of the analysis, the 3' UTR was 
reamplified directly from a full-length cDNA clone of HCV 
(see below) by the nested-PCR procedure with the primers 
in the variable region and at the very 3' end of the HCV 
genome and cloned the PCR product. Eight clones had 1-7 
nt deletions in the poly U region. Furthermore, although 
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the C residues of the poly UC region were maintained, the 
spacing of these varied because of 1-2 nt deletions of U 
residues. These deletions must be artifacts introduced by 
PGR and such mistakes may have contributed to the 
heterogeneity originally observed in this region. 
However, the conserved region of the 3' UTR was amplified 
correctly, suggesting that the deletions were due to 
difficulties in transcribing a highly repetitive sequence. 

One of the 3' UTR clones was selected for 
engineering of full-length cDNA clones of H77 . This clone 
had the consensus variable sequence except for a single 
point mutation introduced to create an Afl II cleavage 
site, a poly U-UC stretch of 81 nts with the most commonly 
observed UC pattern and the consensus sequence of the 
complete conserved region of 101 nts, including the distal 
38 nts which originated from the antisense primer used xn 
the amplification. After linearization with Xba I, the 
DNA template of this clone had the authentic 3' end. 

KXAMPLE 2 

TViP Rntire npen Rea ding Frame of H77 
yv.r.pi-ifi^d in Qn^ Round of Tiong RT-PCR 

It had been previously demonstrated that a 9.25 
kb fragment of the HCV genome from the 5' UTR to the 3' 
end of NS5B could be amplified from 10* GE (genome 
equivalents) of H77 by a single round of long RT-PCR 
(Tellier et al (1996a) ) . In the current study, by 
optimizing primers and cycling conditions, the entire GRF 
of H77 was amplified in a single round of long RT-PCR with 
primers from the 5' UTR and the variable region of the 3' 
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UTR. in fact, 9.4 kb of the H77 genome (H product: from 
the very 5' end to the variable region of the 3' UTR) could 
be amplified from 10^ GE or 9 . 3 kb (A product: from within 
the 5' UTR to the variable region of the 3' UTR) from 10^ 
GE or 10^ GE, in a single round of long RT-PCR (Fig. 2). 
The PGR products amplified from 10^ GE of H77 were used for 
engineering full-length cDNA clones (see below) . 

EXAMPLE 3 

rr>r,^t-ructior ^ .f MnltiplP Full-Lenqth 
,.nATa nones ^77 in a Single Step by 
r-i^nnr. q of I -^"^ PT-PCR Amplirons Directly 
.,,„.,, , v.n^or with FixPd and V Termini 

Direct cloning of the long PGR products (H) , 
which contained a 5' T7 promoter, the authentic 5' end, the 
entire ORF of H77 and a short region of the 3' UTR, into 
pGEM-9zf (-) vector by Not I and Xba I digestion was first 
attempted. However, among the 70 clones examined all but 
two had inserts that were shorter than predicted. Sequence 
analysis identified a second Not I site in the majority of 
clones, which resulted in deletion of the nts past 
position 9221. Only two clones (pH21x and pH50.) were 
missing the second Not I site and had the expected 5' and 
3' sequences of the PGR product. Therefore, full-length 
CDNA clones (pH21 and pH50) were constructed by inserting 
the chosen 3' UTR into pH21x and pHSOx, respectively, 
sequence analysis revealed that clone pH21 had a complete 
full-length sequence of H77; this clone was tested for 
infectivity. The second clone, pH50, had one nt deletion 



35 



PCT/US98/14688 

WO 99/04008 



45 



° .X.- COCK. hViic? clone was used to make a 

in the ORF at position 6365; this clone w 

cassette vector. 

The complete ORF was amplified by constructing a 

cassette vector with fixed 5' and 3' termini as an 
' intermediate of the full-length cDNA clones. This vector 
(PCV) was constructed by digestion of clone pH50 with 
B.aMl, followed by religation, to give a shortened plasmid 
readily distinguished from plasmids containing the full- 
10 length insert, attempts to clone long RT-PCR products (H) 
into pCV by Age I and Afl II yielded only 1 of 23 clones 
with an insert of the expected si.e. In order to increase 
the efficiency of cloning, we repeated the procedure but 
used Pin A I and Bfr I instead of the respective 
isoschizomers Age I and Afl II. By this protocol, 24 of 
3X H clones and 30 of 35 A clones had the full-length cDNA 

H77 as evaluated by restriction enzyme digestion. A 
total of 16 clones, selected at random, were each 
20 retransformed, and individual plasmids were purified and 
completely sequenced. 

F.XAMPLE 4 
nrmnn— infe rf ions Nature 
III iii-f th- ■<:;eauen cp of Strain H77 

A consensus chimera was constructed from 4 of 
the full-length cDNA clones with just 2 ligation steps. 
The final construct, pCV-H77C, had 11 nt differences from 
the consensus sequence of H77 in the ORF (Fig. 3) . 
However. 10 of these nucleotide differences represented 
silent mutations. The chimeric clone differed from the 
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consensus sequence at only one amno acid [L instead of F 
at position 790] . Among the 18 ORFs analyzed above, the F 
residue was found in 11 clones and the L residue in 7 
clones. However, the L residue was dominant in other 
isolates of genotype la, including a first passage of H77 
in a chimpanzee (Inchauspe et al (1991)). 

TO test the infectivity of the consensus 
chimeric clone of H77 intrahepatic transfection of a 
chimpanzee was performed. The pCV-H77C clone was 
linearized with Xba I and transcribed in vitro by T7 RUA 
polymerase (Fig. 2) . The transcription mixture was next 
injected into 6 sites of the liver of chimpanzee 1530. 

V, -infpohed with HCV as measured by 

The chimpanzee became mtectea wiuu 

detection of 10^ GE/ml of viral genome at week 1 p.i. 
Furthermore, the HCV titer increased to 10^ GE/ml at week 
2pi and reached 10^ GE/ml by week 8 p.i. The viremxc 
pattern observed in the early phase of the infection with 
the recombinant virus was similar to that observed xn 
chimpanzees inoculated intravenously with strain H77 or 
other strains of HCV (Shimizu (1990)). 

The sequence of the HCV genomes from the serum 
sample collected at week 2 p.i. was analyzed. The 
consensus sequence of nts 298-9375 of the recovered 
genomes was determined by direct sequencing of PGR 
products obtained in long RT-PCR followed by nested PGR of 
10 overlapping fragments. The identity to clone pCV-H77C 
sequence was 100%. The consensus sequence of nts 96- 
291,1328-1848, 3585-4106, 4763-5113 and 9322-9445 was 
determined from PGR products obtained in different nested 
RT-PGR assays. The identity of these sequences with pGV- 
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H77C was also 100%. These latter regions contained 4 
mutations unique to the consensus chin,era, including the 
artificial Afl II cleavage site in the 3' OTR. Therefore, 
RNA transcripts of this clone of HCV were infectious. 

The infectious nature of the consensus chimera 
indicates that the regions of the 5' and 3' UTRs 
incorporated into the cassette vector do not destroy 
viability. This makes it. highly advantageous to use the 
cassette vector to construct infectious cDNA clones of 
other HCV strains when the consensus sequence for each ORF 

is inserted. 

in addition, two complete full-length clones 
(dubbed PH21 and pCV-Hll) constructed were not infectious, 
as shown by intrahepatic injection of chimpanzees with the 
corresponding RNA transcripts. Thus, injection of the 
transcription mixture into 3 sites of the exposed Ixver 
resulted in no observable HCV replication and weekly serum 
samples were negative for HCV RNA at weeks 1 - 17 p. i. in 
a highly sensitive nested RT-PCR assay. The cDNA template 
injected along with the RNA transcripts was also not 

detected in this assay. 

Moreover, the chimpanzee remained negative for 
antibodies to HCV throughout the follow-up. Subsequent 
sequence analysis revealed that 7 of IS additional clones 
were defective for polyprotein synthesis and all clones 
had multiple amino acid mutations compared with the 
consensus sequence of the parent strain. For example, 
clone pH21, which was not infectious, had 7 amino acid 
substitutions in the entire predicted polyprotein compared 
with the consensus sequence of H77 (Fig. 3) • The most 
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notable mutation was at position 1026, which changed L to 
Q, altering the cleavage site between NS2 and NS3 (Reed 
(1995)). Clone pCV-Hll, also non- infectious , had 21 ammo 
acid substitutions in the predicted polyprotein compared 
with the consensus sequence of H77 (Fig. 3) . The amino 
acid mutation at position 564 eliminated a highly 
conserved C residue in the E2 protein (Okamoto (1992a)). 

EXAMPLE 4A 

The chimpanzee of Example 4, designated 1530, 
was monitored out to 32 weeks p.i. for serum enzyme levels 
(ALT) and the presence of anti-HCV antibodies, HCV RNA, 
and liver histopathology . The results are shown in Figure 
15 18B. 

A second chimp, designated 1494, was also 
transfected with RNA transcripts of the pCV-H77C clone and 
monitored out to 17 weeks p.i- for the presence of anti- 
HCV antibodies, HCV RNA and elevated serum enzyme levels. 
The results are shown in Figure ISA. 

MRTRRTALS aND METHODS 
for Exam ples 5-10 

nf HC^ ^ rtpnotype lb 

An infectious plasma pool (second chimpanzee 
passage) containing strain HC-J4, genotype lb, was 
prepared from acute phase plasma of a chimpanzee 
experimentally infected with serum containing HC-J4/91 
(Okamoto et al., 1992b) . The HC-J4/91 sample was obtained 
from a first chimpanzee passage during the chronic phase 
of hepatitis C about 8 years after experimental infection. 
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The consensus sequence of the entire genome, except for 
the very 3' end, was determined previously for HC-J4/91 
(Okamoto et al . , 1992b) . 

5 Pr-p parati ^" WCV RNA 

Viral RNA was extracted from 100 fil aliquots of 

the HC-J4 plasma pool with the TRIzol system {GIBCO BRL) . 

The RNA pellets were each resuspended in 10 nl of 10 mM 
10 dithiothreitol (DTT) with 5% (vol/vol) RNasin (20-40 

units/,1) (Promega) and stored at -80°C or immediately 

used for cDNA synthesis. 
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^y, ^i^fAr^.t^nn An d Tl oni nq Of The 3' UTR 

A region spanning from NS5B to the conserved 
region of the 3' UTR was amplified in nested RT-PCR using 
the procedure of Yanagi et al . , (1997) . 

In brief, the RNA was denatured at SB^C for 2 
minutes, and cDNA was synthesized at 42»C for 1 hour with 
superscript II reverse transcriptase (GIBCO BRL) and 
primer H3'X58R (Table 1) in a 20 /xl reaction volume. The 
CDNA mixture was treated with RNase H and RNase Tl (GIBCO 
BRL) at 37°C for 20 minutes. The first round of PGR was 
performed on 2 ^1 of the final cDNA mixture in a total 
volume of 50 /xl with the Advantage cDNA polymerase mix 
(Clontech) and external primers H9261F (Table 1) and 
H3'X58R (Table 1) . In the second round of PGR [internal 
primers H9282F (Table 1) and H3'X45R (Table 1)], 5 ^1 of 
the first round PGR mixture was added to 45 ^1 of the PGR 
reaction mixture. Each round of PGR (35 cycles), was 
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performed in a DNA thermal cycler 480 (Perkin Elmer) and 
consisted of denaturation at 94»C for 1 minute (1st cycle: 
1 minute 30 sec) , annealing at 60°C for 1 minute and 
elongation at 68°C for 2 minutes. After purification with 
QIAquick PGR purification kit (QIAGEN) , digestion with 
Hindlll and Xbal (Promega) , and phenol/chloroform 
extraction, the amplified products were cloned into 
pGEM-9zf(-) (Promega) (Yanagi et al . , 1997). 

.^pl^fir,.t.ion And^Clonin q Of ThP Entire ORF 

A region from within the B' UTR to the variable 
region of the 3' UTR of strain HC-J4 was amplified by long 
RT-PCR (Fig- 1) (Yanagi et al., 1997). The c DNA was 
synthesized at 42°C for 1 hour in a 20 ,1 reaction volume 
with superscript II reverse transcriptase and primer J4- 
9405R (5'-GCCTATTGGCCTGGAGTGGTTAGCTC-3'), and treated with 
RNases as above. The cDNA mixture (2 was amplified by 
long PGR with the Advantage cDNA polymerase mix and 
primers Al (Table 1) (Bukh et al . , 1992; Yanagi et al . , 
1997) and J4-9398R (5'- 

AGGATGGCCTTMGGCCTGGAGTGGTTAGCTCCCCGTTCA-3') . Primer J4- 
9398R contained extra bases (bold) and an artificial Aflll 
cleavage site (underlined) . A single PGR round was 
performed in a Robocycler thermal cycler (Stratagene) , and 
consisted of denaturation at SS^C for 35 seconds, 
annealing at 67°C for 30 seconds and elongation at 68»C 
for 10 minutes during the first 5 cycles, 11 minutes 
during the next 10 cycles, 12 minutes during the following 
10 cycles and 13 minutes during the last 10 cycles. 
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After digesting the long PGR products obtained 
from strain HC-J4 with PinAI ( isoschizomer of Agel) and 
Bfrl (isoschizomer of AfllD (Boehringer Mannheim) , 
attempts were made to clone them directly into a cassette 
vector (pCV) , which contained the 5' and 3' termini of 
strain H77 (Figure 1) but no full-length clones were 
obtained. Accordingly, to improve the efficiency of 
cloning, the PGR product was further digested with Bglll 
(Boehringer Mannheim) and the two resultant genome 
fragments [L fragment: PinAl/Bglll, nts 156 - 8935; S 
fragment: Bglll/Brfl, nts 8936 - 9398] were separately 
cloned into pGV (Figure 6) . 

DHSa competent cells (GIBCO BRL) were 
transformed and selected on LB agar plates containing 100 
^g/ml ampicillin (SIGMA) and amplified in LB liquid 
cultures at 30°C for 18-20 hours. 

sequence analysis of 9 plasmids containing the S 
fragment (miniprep samples) and 9 plasmids containing the 
L fragment (maxiprep samples) were performed as described 
previously (Yanagi et al., 1997). Three L fragments, each 
encoding a distinct polypeptide, were cloned into pGV-J4S9 
(which contained an S fragment encoding the consensus 
amino acid sequence of HC-J4) to construct three chimerxc 
full-length HCV cDNAs (pCV-J4L2S, pGV-J4L4S and pCV-J4L6S) 
(Fig 6) . Large scale preparation of each clone was 
performed as described previously with a QIAGEN plasmid 
Maxi kit (Yanagi et al., 1997) and the authenticity of 
each clone was confirmed by sequence analysis. 
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.qp qiience Analysis 

Both strands of DNA were sequenced with the ABI 
PRISM Dye Termination Cycle Sequencing Ready Reaction Kit 
using Taq DNA polymerase (Perkxn Elmer) and about 90 
specific sense and antisense primers. Analyses of genomic 
sequences, including multiple sequence alignments and tree 
analyses, were performed with GeneWorks (Oxford Molecular 
Group) (Bukh et'al. , 1995). 

The consensus sequence of strain HC-J4 was 
determined by direct sequencing of PGR products (nts 11 - 
9412) and by sequence analysis of multiple cloned L and S 
fragments (nts 156 -9371) . The consensus sequence of the 
3' UTR (3' variable region, polypyrimidine tract and the 
first 16 nucleotides of the conserved region) was 
determined by analysis of 24 cDNA clones. 

Intrahepatic Transfection Of A Chimpanzee 
20 With Tra ngrribed RNA . ■ 
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Two in vitro transcription reactions were 
performed with each of the three full-length clones. In 
each reaction 10 ng of plasmid DNA linearized with Xba I 
(Promega) was transcribed in a 100 /xl reaction volume with 
T7 RNA polymerase (Promega) at 37°C for 2 hours as 
described previously (Yanagi et al., 1997) . Five ^1 of 
the final reaction mixture was analyzed by agarose gel 
electrophoresis and ethidium bromide staining (Fig. 5). 
Each transcription mixture was diluted with 400 m1 of 
ice-cold phosphate-buffered saline without calcium or 
magnesium and then the two aliquots from the same cDNA 
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clone were combined, immediately frozen on dry ice and 
stored at -80°C. Within 24 hours after freezing the 
transcription mixtures were injected into the chxmpanzee 
by percutaneous intrahepatic injection that was guided by 
ultrasound Each inoculum was individually injected (5-6 
sites) into a separate area of the liver to prevent 
complementation or recombination. The chimpanzee was 
. maintained under conditions that met all requirements for 
its use in an approved facility. 

serum samples were collected weekly from the 
chimpanzee and monitored for liver enzyme levels and 
anti-HCV antibodies. Weekly samples of 100 ^1 of serum 
were tested for HCV RNA in a sensitive nested RT-PCR assay 
(Bukh et al., 1992, Yanagi et al . , 1996) with AmpliTaq 
Gold DNA polymerase. The genome equivalent (GE) titer of 
HCV was determined by testing 10-fold serial dilutions of 
the extracted RNA in the RT-PCR assay (Yanagi et al., 
1996) with 1 GE defined as the number of HCV genomes 
present in the highest dilution which was positive in the 

RT-nested PGR assay. 

TO identify which of the three clones was 
infectious in vivo, the NS3 region (nts 3659 - 4110) from 
the chimpanzee serum was amplified in a highly sensitive 
and specific nested RT-PCR assay with AmpliTaq Gold DNA 
polymerase and the PGR products were cloned with a TA 
cloning kit (Invitrogen) . In addition, the consensus 
sequence of the nearly complete genome (nts 11 - 9441) was 
determined by direct sequencing of overlapping PGR 
products . 
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F.XAMPLE 5 



sequence Analysis Of Infectious Plasma Pool 
nf .q^rain p r--T4 TTBed Th^ rloning Source 

AS an infectious cDNA clone of a genotype la 
strain of HCV had been obtained only after the ORF was 
engineered to encode the consensus polypeptide (Kolykhalov 
et al., 1997; Yanagi et al., 1997), a detailed sequence 
analysis of the cloning source was performed to determine 
the consensus sequence prior to constructing an infectious 
cDNA clone of a lb genotype. 

A plasma pool of strain HC-J4 was prepared from 
acute phase plasmapheresis units collected from a 
chimpanzee experimentally infected with HC-J4/91 (Okamoto 
et al., 1992b) . This HCV pool had a PGR titer of 10* - 
10^ GE/ml and an infectivity titer of approximately 10^ 
chimpanzee infectious doses per ml. 
20 The heterogeneity of the 3' UTR of strain HC-J4 

was determined by analyzing 24 clones of nested RT-PCR 
product. The consensus sequence was identical to that 
previously published for HC-J4/91 (Okamoto et al . , 1992b), 
except at position 9407 (see below) . The variable region 
consisted of 41 nucleotides (nts. 9372 - 9412), including 
two in-frame termination codons.. Furthermore, its 
sequence was highly conserved except at positions 9399 (19 
A and 5 T clones) and 9407 (17 T and 7 A clones) . The 
poly U-UC region varied slightly in composition and 
greatly in length (31-162 nucleotides) . In the conserved 
region, the first 16 nucleotides of 22 clones were 
identical to those previously published for other genotype 
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1 strains, whereas two clones each had a single point 
mutation. These data suggested that the structural 
organization at the 3' end of HC- J4 was similar to that of 
the infectious clone of a genotype la strain of Yanagi et 
al (1997) . 

Next, the entire ORF of HC-J4 was amplified in a 
single round of long RT-PCR (Figure 5) . The original plan 
was to clone the resulting PGR products into the PinAI and 
Brfl site of a HCV cassette vector (pCV) , which had fixed 
5' and 3' termini of genotype la (Yanagi et al . , 1997) but 
since full-length clones were not obtained, two genome 
fragments (L and S) derived from the long RT-PCR products 
(Figure 6) were separately subcloned into pCV. 

To determine the consensus sequence of the ORF, 
the sequence of 9 clones each of the L fragment (pCV-J4L) 
and of the S fragment (pCV-J4S) was determined and 
quasispecies were found at 275 nucleotide (3.05 %) and 78 
amino acid (2.59 %) positions, scattered throughout the 
9030 nts (3010 aa) of the ORF (Figure 7). Of the 161 
nucleotide substitutions unique to a single clone, 71% 
were at the third position of the codon and 72 % were 
silent . 

Each of the nine L clones represented the near 
complete ORF of an individual genome. The differences 
among the L clones were 0.30 - 1.53% at the nucleotide and 
0.31 - 1.47% at the amino acid level (Figure 8) . Two 
30 clones. Ll and L7, had a defective ORF due to a single 
nucleotide deletion and a single nucleotide insertion, 
respectively. Even though the HC-J4 plasma pool was 
obtained in the early acute phase, it appeared to contain 
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at least three viral species (Figure 9) . Species A 
contained the LI, L2, L6, L8 and L9 clones, species B the 
L3, L7 and LIO clones and species C the L4 clone. 
Although each species A clone was unique all A clones 
differed from all B clones at the same 20 amino acid sites 
and at these positions, species C had the species A 
sequence at 14 positions and the species B sequence at 6 

positions (Figure 7) . 

Okamoto and coworkers (Okamoto et al . , 1992b) 
previously determined the nearly complete genome consensus 
sequence of strain HC-a4 in acute phase serum of the fxrst 
chimpanzee passage (HC-J4/83) as well as in chronic phase 
serum collected 8.2 years later (HC-J4/91) . In addxtxon, 
^5 they determined the sequence of amino acids 379 to 413 
(including HVRl) and amino acids 468 to 486 (including 
HVR2) of multiple individual clones (Okamoto et al., 
1992b) . 

It was found by the present inventors that the 
sequences of individual genomes in the plasma pool 
collected from a chimpanzee inoculated with HC-J4/91 were 
all more closely related to HC-J4/91 than to HC-J4/83 
(Figures 8, 9) and contained HVR amino acid sequences 
closely related to three of the four viral species 
previously found in HC-J4/91 (Figure 10) . 

Thus, the data presented herein demonstrate the 
occurrence of the simultaneous transmission of multiple 
species to a single chimpanzee and clearly illustrates the 
difficulties in accurately determining the evolution of 
HCV over time since multiple species with significant 
changes throughout the HCV genome can be present from the 
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onset of the infection. Accordingly, infection of 
chimpanzees with monoclonal viruses derived from the 
infectious clones described herein will make it possible 
to perform more detailed studies of the evolution of HCV 
in vivo and its importance for viral persistence and 
pathogenesis . 

KXAMPLE 6 

Determination Of The Consensus 

^^-^4 in The PlaBma Pool 

The consensus sequence of nucleotides 156-9371 
of HC-J4 was determined by two approaches. In one 
approach, the consensus sequence was deduced from 9 clones 
of the long RT-PCR product. In the other approach the 
long RT-PCR product was reamplified by PCR as overlapping 
fragments which were sequenced directly. The two 
..consensus" sequences differed at 31 (0.34%) of 9216 
nucleotide positions and at 11 (0.37%) of 3010 deduced 
amino acid positions (Figure 7) . At all of these 
positions a major quasispecies of strain HC-J4 was found 
in the plasma pool. At 9 additional amino acid poaxtxons 
the cloned sequences displayed heterogeneity and the 
direct sequence was ambiguous (Figure 7) . Finally, it 
should be noted that there were multiple amino acid 
positions at which the consensus sequence obtained by 
direct sequencing was identical to that obtained by 
30 cloning and sequencing even though a major quasispecies 

was detected (Figure 7) . 

For positions at which the two "consensus" 
sequences of HC-J4 differed, both amino acids were 
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included in a composite consensus sequence (Figure 7) . 
However, even with this allowance, none of the 9 L clones 
analyzed (aa 1 - 2864) had the composite consensus 
sequence: two clones did not encode the complete 
polypeptide and the remaining 7 clones differed from the 
consensus sequence by 3 - 13 amino acids (Figure 7) . 

RXAMPLE 7 

Construction Of Chimeric Full -Length cDNA 
nir^r.^^ Containing The RnM re ORF Of HC-J4 

The cassette vector used to clone strain H77 was 
used to construct an infectious cDNA clone containing the 

ORF of a second subtype. 

In brief, three full-length cDNA clones were 
constructed by cloning different L fragments into the 
PinAl/Bglll site of pCV-J4S9, the cassette vector for 
genotype la (Figure 6) , which also contained an S fragment 
encoding the consensus amino acid sequence of HC-J4. 
Therefore, although the ORF was from strain HC-J4, most of 
the 5' and 3' terminal sequences originated from strain 
H77. As a result, the 5' and 3' UTR were chimeras of 
genotypes la and lb (Figure 11) . 

The first 155 nucleotides of the 5' UTR were 
from strain H77 (genotype la) , and differed from the 
authentic sequence of HC-J4 (genotype lb) at nucleotides 
11, 12, 13, 34 and 35. In two clones (pCV-J4L2S, pCV- 
J4L6S) the rest of the 5' UTR had the consensus sequence 
of HC-J4, whereas the third clone (pCV-J4L4S) had a single 
nucleotide insertion at position 207. In all 3 clones the 
first 27 nucleotides of the 3' variable region of the 3' 
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UTR were identical with the consensus sequence of HC- J4 . 
The remaining 15 nucleotides of the variable region, the 
poly U-UC region and the 3' conserved region of the 3' UTR 
had the same sequence as an infectious clone of strain H77 

(Figure 11) . 

None of the three full-length clones of HC-J4 

had the ORF composite consensus sequence (Figures 7, 12). 

The PCV-J4L6S clone had only three amino acid changes: Q 

for R at position 231 (El), V for A at position 937 (NS2) 

and T for S at position 1215 (NS3) . The pCV-J4L4S clone 

had 7 amino acid changes, including a change at position 

450 (E2) that eliminated a highly conserved N-linked 

glycosylation site (Olcamoto et al . , 1992a). Finally, the 

PCV-J4L2S clone had 9 amino acid changes compared with the 

consensus sequence of HC-J4. A change at position 304 

(El) mutated a highly conserved cysteine residue (Bukh et 

al., 1993; Okamoto et al . , 1992a). 

KXAMPLE 8 

Transf action Of A Chimpanzee By In 
y-j.^^ T>.-^n«nripts Of A Chimeric cDNA 

The infectivity of the three chimeric HCV clones 
was determined by ultra- sound-guided percutaneous 
intrahepatic injection into the liver of a chimpanzee of 
the same amount of cDNA and transcription mixture for each 
of the clones (Figure 5) . This procedure is a less 
invasive procedure than the laparotomy procedure utilized 
by Kolykhalov et al . (1997) and Yanagi et al. (1997) and 
should facilitate in vivo studies of cDNA clones of HCV in 
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chimpanzees since percutaneous procedures, unlike 
laparotomy, can be performed repeatedly. 

As shown in Figure 13, the chimpanzee became 
infected with HCV as measured by increasing titers of lo'- 
GE/ml at week 1 p.i., 10^ GE/ml at week 2 p.i. and 10^ • 
10^ GE/ml during weeks 3 to 10 p.i. 

The viremic pattern found in the early phase of 
the infection was similar to that observed for the 
recombinant H77 virus in chimpanzees (Bukh et al . , 
unpublished data; Kolykhalov et al . , 1997; Yanagi et al . , 
1997) . The chimpanzee transfected in the present study 
was chronically infected with hepatitis G virus (HGV/GBV 
C) (Bukh et al., 1998) and had a titer of 10^ GE/ml at the 
time of HCV transf ection . Although HGV/GBV-C was 
originally believed to be a hepatitis virus, it does not 
cause hepatitis in chimpanzees (Bukh et al., 1998) and may 
not replicate in the liver (Laskus et al . , 1997). The 
present study demonstrated that an ongoing infection of 
HGV/GBV-C did not prevent acute HCV infection in the 

chimpanzee model . 

However, to identify which of the three full- 
length HC-J4 clones were infectious, the NS3 region (nts. 
3659 - 4110) of HCV genomes amplified by RT-PCR from serum 
samples taken from the infected chimpanzee during weeks 2 
and 4 post-infection (p.i.) were cloned and sequenced. As 
the PGR primers were a complete match with each of the 
original three clones, this assay should not have 
preferentially amplified one virus over another. Sequence 
analysis of 26 and 24 clones obtained at weeks 2 and 4 
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p.i., respectively, demonstrated that all originated from 
the transcripts of pCV-J4L6S. 

Moreover, the consensus sequence of PCR products 
of the nearly complete genome (nts. 11-9441), amplified 
from serum obtained during week 2 p.i., was identical to 
the sequence of pCV-J4L6S and there was no evidence of 
quasispecies. Thus, RNA transcripts of pCV-J4L5S, but not 
of PCV-J4L2S or pCV-J4L4S, were infectious in vivo. The 
data in Figure 13 is therefore the product of the 
transf action of RNA transcripts of pCV-J4L6S. 

in addition, the chimeric sequences of genotypes 
la and lb in the UTRs were maintained in the infected 
chimpanzee. The consensus sequence of nucleotides 11 - 
341 of the 5' UTR and the variable region of the 3' UTR, 
amplified from serum obtained during weeks 2 and 4 p.i., 
had the expected chimeric sequence of genotypes la and lb 
(Fig. 11) . Also three of four clones of the 3' UTR 
obtained at week 2 p.i. had the chimeric sequence of the 
variable region, whereas a single substitution was noted 
in the fourth clone. However, in all four clones the poly 
D region was longer (2-12 nts) than expected. Also, extra 
C and G residues were observed in this region. For the 
n.ost part, the number of C residues in the poly UC region 
was maintained in all clones although the spacing varied. 
AS shown previously, variations in the number of U 
residues can reflect artifacts introduced during PCR 
amplification (Yanagi et al . , 1997). The sequence of the 
first 19 nucleotides of the conserved region was 
maintained in all four clones. Thus, with the exception 
of the poly U-UC region, the genomic sequences recovered 
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from the infected chimpanzee were exactly those of the 
chimeric infectious clone pCV-J4BL6S. 

The results presented in Figure 13 therefore 
demonstrate that HCV polypeptide sequences other than the 
consensus sequence can be infectious and that a chimeric 
genome containing portions of the H77 termini could 
produce an infectious virus. In addition, these results 
.howed for the first time that it is possible to make 
infectious viruses containing 5' and 3' terminal sequences 
specific for two different subtypes of the same ma^or 
genotype of HCV. 

v.yRMPLE 9 

Construction Of A Chimeric 
-jp /iv. TnfPctio Ms Clone 

A chimeric la/lb infectious clone in which the 
structural region of the genotype lb infectious clone is 
inserted into the la clone of Yanagi et al . (1997) xs 
constructed by following the protocol shown in Figure 15. 
The resultant chimera contains nucleotides 156-2763 of the 
lb clone described herein inserted into the la clone of 
Figures 4A-4F. The sequences of the primers shown xn 
Figure 15 which are used in constructing this chimeric 
clone, designated PH77CV-J4, are presented below. 
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1 . 



S"cL'cG^ TCc1c"gC0 GGC ATA TGC ACT GGA CAC GGA 
' ■ S^A CCA GCT GAT ATA GCG CTT GTA ATA TG 
' S?Sa gag GAA GCr TGC AGC CTG ACG CCC 
' ■ iSit^ACA TAT AGC AGC CCT GCC TCC TCT G 
' ■ Ss'iS^CAG GGC TGC TAT ATG TGG CAA GTA C 



6 . H9417R ^(.^ QGC CGG AGT GTT 

CGT CTC TAG ACA GGA AAT GGC liA ^ 

TAG C 

15 tS^TGG ACT CGA GGA GAG CGC TGT AAC TTG GAG 

' • Ss^i^S^TAT GCT CGT GGT GGT AAC GCC AG 

Transcripts o£ the chimeric la/lb clone (whose 
20 sequence is shown in Figures .6A-a... are then prCncea 

and transfected into chi^an.ees hy the methods described 
in the Materials and Methods section herein and the 
trans£e=ted animals are then be subjected to biochemical 
(JLT levels) , histopathological and PCR analyses to 
determine the inf activity o£ the chimeric clone. 

T?.Y AMPLE 10 

^p;]:;7-^Tnfprf,iovi^ rlonP pCV-H77C 
seven constructs having various deletions in the 
3. untranslated region (UTR) of the la infectious clone 
PCV-H77C were constructed as described in Figures 17A-17B. 
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The 3' untranslated sequence remaining in each of the 
seven constructs following their respective deletions xs 

shown in Figures 17A-17B. 

construct pCV-H77C ( - 98X) containing a deletion 

of the V-most 98 nucleotide sequences in the 3'-UTR was 

transcribed in vitro according to the methods described 

herein and 1 ml of the diluted transcription mixture was 

oi^. transfected into the liver of a chimpanzee 
percutaneously transrecteu 

with the aid of ultrasound. After three week., the 

transfeotion was repeated. The =hin,pan.ee was observed to 

be negative tor hepatitis C virus replication as measured 

4=^-v- c; wf=>pks after transf ection . These 
by RT-PCR assay for 5 weeKs aiue^-L 

hhP^ deleted 98 nucleotide 3'-UTR 
results demonstrate that the aexecea y 

sequenoe was critical for production of infectious HCV and 
appear to contradict the reports of Dash et al . (1996, and 
Yoo et al. (1995) who reported that RNA transcripts from 
ODHA clones of HCV-1 and HCV-« lacking the terminal 98 
conserved nucleotides at the very 3' end of the 3'-OTR 
resulted in viral replication after transfection into 

human hematoma cell lines. 

Transcripts of the (-42X) mutant (Figure 17C) 
were also produced and transfected into a chimpanzee and 
transcripts of the other five deletion mutants shown .n 
Figures 17D-17G) are to be produced and transfected into 
chimpanzees by the methods described herein. All 
transfected animals are to then be assayed for vxral 
replication via RT-PCR. 
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ni snussion 



in two recent reports on transfection o£ 

rti.paB.ees. only those clones engineered to have the 

independently determined and sUghtly different consensus 

amino acid se^enoe of the poiypoptide of "rain «VV were 

infectious (Kolykhalov et al . , 199^; ^anagi et al . , 199,1- 

Although the two infectious clones differed at four amino 

acid positions, these differences were represented rn a 

„aior component of the .uasispecies of the cloning source. 

in the present study, a single consensus sequence of 

strain HC-J4 could not be defined because the consensus 

sequence obtained by two different approaches (direct 

.eguencing and sequencing of cloned products, differed at 

r.o.,iMons even though the same genomic PGR 
20 amino acid positions, evcii a 

product was analyzed. The infectious clone differed at 
„o positions from the composite amino acid consensus 
sequence, from the sequence of the S additional HC-.4 
clLs analyzed in this study and from published sequences 
of earlier passage samples. An additional amino acrd 
differed from the composite consensus sequence but was 
found in two other HC-J4 clones analyzed in this study. 
The two non-infectious full-length clones of HC-J4 
differed from the composite consensus sequence by only 
and 9 amino acid differences. However, since these clones 
had the same termini as the infectious clone (except for a 
single nucleotide insertion in the S' UTR of pCV-.4L4S, , 
one or more of these amino acid changes in each clone was 
apparently deleterious for the virus. 
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It was also found in the present study that HC- 
.4 like other strains of genotype lb (Kolykhalov et al . , 
X996; Tanaka et al . , 1996; Yatnada et al . , 1996), had a 
poly U-UC region followed by a terminal conserved element. 
5 The poly U-UC region appears to vary considerably so xt 

was not clear whether changes in this region would have a 
significant effect on virus replication. On the other 
hand, the 3' 98 nucleotides of the HCV genome were 
10 previously siown to be identical among other strains of 
genotypes la and lb (Kolykhalov et al . , 1996; Tanaka et 
al 1996) . Thus, use of the cassette vector would not 
alter this region except for addition of 3 nucleotides 
found in strain H77 between the poly UC region and the 3 

15 . , 

98 conserved nucleotxaes. 

in conclusion, an infectious clone representing 
a genotype lb strain of HCV has been constructed. Thus, 
it has been demonstrated that it was possible to obta.n an 
20 infectious clone of a second strain of HCV. In addition, 
it has been shown that a consensus an-ino acid sequence was 

■^^^ fnr- infectivity and that chimeras 
not absolutely required for mteccxviuy 

between the UTRs of two different genotypes could be 
25 viable . 
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HpaT T.q r:T.AlM F.n IS: 

1 A purified and isolated nucleic acid 
.olecule which encodes hu.an hepatxtis C virus, said 

' .olecule capable of expressing sa.d v.rus when transfected 

into cells. 

2 The nucleic acid molecule of claim 1, 

wherein said m.olecule encodes the amino acid sequence 

10 shown in Figures 14G-14H. 

3 The nucleic acid molecule of claim 2, 
..erein said molecule comprises the nucleic acid sequence 

shown in Figures 14A-14F. 

4 The nucleic acid molecule acid molecule of 

claim 1, wherein said molecule encodes the amino acid 
sequence shown in Figures 4G-4H. 

5 The nucleic acid molecule of claim 4, 
.herein said molecule comprises the nucleic acid sequence 

20 shown in Figures 4A-4F. 

6 The nucleic acid molecule of claim 1, 
wherein a fragment of said molecule which encodes the 
structural region of hepatitis C virus has been replaced 
by the structural region from the genome of another 

hepatitis C virus strain. 

7 The nucleic acid molecule of claim 6, 
wherein said molecule encodes the amino acid sequence 
shown in Figures 16G-16H. 

30 8 The nucleic acid molecule of claim 7, 

Wherein said molecule comprises the nucleic acid sequence 
shown in Figures 16A-16F. 
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9. The nucleic acid molecule of claim 1, 
wherein a fragment of the nucleic acid molecule which 
encodes at least one HCV protein has been replaced by a 
fragment of the genome of another hepatitis C virus strain 
which encodes the corresponding protein. 

10. The nucleic acid molecule of claim 9, 
wherein the protein is selected from the group consisting 
of El, E2 or NS4 proteins. 

11. The nucleic acid molecule of claim 1, 
wherein a fragment of the molecule encoding all or part of 
an HCV protein has been deleted. 

12. The nucleic acid molecule of claim 11, 
wherein the HCV protein is selected from the group 
consisting of P7 , NS4B or NS5A proteins. 

13. A DNA construct comprising a nucleic acid 
molecule according to claims 1, 3, 5 or 8 . 

14. An RNA transcript of the DNA construct of 



20 claim 13 . 

15 . 

of claim 13 . 

16 



A cell transfected with the DNA construct 
A cell transfected with RNA transcript of 



claim 14. 

25 17. A hepatitis C virus polypeptide produced by 

the cell of claim 15. 

18. A hepatitis C virus polypeptide produced by 

the cell of claim 16. 
30 19. A hepatitis C virus produced by the cell of 

claim 13 . 

20 . A hepatitis C virus produced by the cell of 

claim 14 . 
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21. A hepatitis C virus whose genome comprises 
a nucleic acid molecule according to claims 1,3,5.6,8, 



or 9. 



22 A method for producing a hepatitis C virus 
comprising transfecting a host cell with the RNA 

transcript of claim 14. 

23 A polypeptide encoded by a nucleic acid 
sequence according to claims i , 2 , 4 or 7 or a fragment 

thereof. . . . 

24 The polypeptide of claim 23, wherein said 

polypeptide is selected fron, the group consisting of NS3 
protease, El protein, E2 protein or NS4 protein. 

25. A method for assaying candidate antiviral 
agents for activity against HCV, comprising 

a) exposing a cell containing the hepatitis C 
virus of claim 21 to the candidate antiviral agent, and 

b) measuring the presence or absence of 
hepatitis C virus replication in the cell of step (a) . 

26 The method of claim 25, wherein said 
replication in step (b) is measured by at least one of the 
following: negative strand RT-PCR. guantitative RT-PCR, 
western blot, immunofluoresence, or infectivity in a 

susceptible animal. 

27. A method for assaying candidate antiviral 

agents for activity against HCV, comprising: 

a) exposing an HCV 
protease encoded by a nucleic acid 
sequence according to claims 1, 2, 4, 
or 7, or a fragment thereof to the 
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candidate antiviral agent in the 
presence of a protease substrate; and 
b) measuring the protease 
activity of said protease. 

^ ^-F rOaim 27. wherein said HCV 

28 The method ot claim ^i, 

protease is selected fro™ the gro.p consisting oj an NS3 
domain protease, an fusion polypept.de, or an 

NS2-NS3 protease. - 

29 An antiviral agent identified as having 

antiviral activity for HCV by the method of claim 25. 

30 An antiviral agent identified as having 
antiviral activity for HCV by the method of claim 27. 

31 Antibody to the polypeptide of claim 23. 
32. Antibody to the hepatitis C virus of claim 

33 A method for determining the susceptibility 
of cells in vitro to support HCV infection, comprising the 

20 ^^^P^ growing animal cells in 

vitro; 

b. transf acting into said 
cells the nucleic acid of claim 1; and 
25 c. determining if said 

cells show indicia of HCV replication. 
34. The method according to claim 33. wherein 

said cells are human cells. 
30 35 A cassette vector for cloning viral 

genomes, comprising, inserted therein, the nucleic acid 
se^ence according to claim 2. said vector reading m the 
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correct phase for the expression of said inserted sequence 
and having an active promoter sequence upstream thereof. 

36. The cassette vector of claim 3b, wherein 
the cassette vector is produced from plasmid pCV. 

37. The cassette vector of claim 35, wherein 
the vector also contains one or more expressible marker 
genes . 

38. The cassette vector of claim 35, wherein 
the inserted DNA sequence contains at least one ORF of the 

HCV genome from any strain. 

39. The cassette vector of claim 35, wherein 

the promoter is a bacterial promoter. 

40. A composition comprising a polypeptide of 
claim 23 suspended in a suitable amount of a 
pharmaceutically acceptable diluent or excipient . 

41. A method for treating hepatitis C viral 
infection comprising the administration to a animal in 
need thereof of a clinically effective amount of the 

composition of claim 40. 

42. A composition comprising a nucleic acid 
molecule of claim 1 suspended in a suitable amount of a 
pharmaceutically acceptable diluent or excipient. 

25 43 . A method for treating hepatitis C viral 

infection comprising the administration to an animal in 
need thereof of a clinically effective amount of the 
composition of claim 42. 
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™^ ^^'^SS 

^"^'"^ S:^?^. S^cr KTTTiana; 1200 

M'lOaQ^K 1250 

^^'^^^^ ^^^^^ TOJiaacBB ci^^ woo 

°»':^'^°=^ ^S^^ OTiGicix; isoo 

osnciGfOT GioaarTic icnnsOT (jiujjii ' t i c isso 

TCjaOQQSS OGICICStaA MTCOOTT CAASCISOT 1650 

°=«=«^ ^SS^ 

TCinaxa: tETsnrm: oraacsMr ,033310333 nso 

QMjjj^OQS COOTO^X ^03^ 1800 

QnaaicfiD: tkircimgc ciiim«3: sijaoii^ u 

FIG. I6A 
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^ m-nrmrTm TA0333CX3IC aCAOSIGror 1850 

SJ^SS^ ^™ OS^MGfG KM3«31Xa U50 

'^"^'^'"^^ tTAfiCroSIT 033=^^ 2000 

'1'='^^"=^ S^^^SS^ 103330^ 2050 

TOGMGWoa <3D«QQ^ 2100 
^^'^^^^S AQsarrox 2200 

^Sj^^ cicGBQ3fCA a^rii^ 

™^ 

j2S2IC33aG M3CIO0CCT TOcaajIKA MSCCIGDC 2450 

CraSTTBSff CCMCI^ ^Q^^ 2500 

CTia:3Tnc ctickctos rCTracsGAA cnosiosic 2600 

'^^^^^^ CM3=I°3^ "^^^^^^ 2!°° 

CTjCnCIGC a333CT33T ^^^^ TCCKXTCCT fCT3333rm 2750 

OSIMOarr TTMKO^ CGIGTOSa^ 2800 

cGircncrr oKaasnaA tc^-^^ tatsTrncr grctrgsgia 2900 

'^'''^ <»«»^ 2950 

C3M033a*C TCCSaSI^ CTT^^ ^^^^ 3000 

OSKIGXGIC iWn^ gOTOTCAA 3050 

^^^^ 

g^-jgnro: TiMASioa: ^""ii^ irrTTOmc giqc3«kkb 3150 

(33ncMC^A cnrsofflOB 3250 

cmsia^ 3350 

FIG. 16B 
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03«^ C«=^ 

rrrGAAMX 100033333 GTCTTOIT 3850 

.j^^Q3Cn33X COOTIC^ 3900 

Gi^^^^^^ "ES^S^ 

^^icRADCxrr CTsnoCTX ^^^^^ iOAirsm 4200 

Q33CCA3Cn3 OnGAlO^ 4250 
,,,,,3C^ CATC3^ 4300 

q33Io:tcag gagsig::!^ ^GA^^ 4350 

AGAC™ ™^ 
^^^'^^^ ^SS^ CCCOTO^ GIS^ 

CX3GAGAGMC CXCTTO^ S^JScAA K^AP^^ OGAOSOTX: 

^3^^°^^^ 3^2^ 

CKIGACI^ TICP03C:rB3 accctagcit 

^^^^^^ ^^^^^^^ ^™ ™^ 

Q°^^=3333=^^ G^S^E^ ^^^^ 

CCX33333fiQC a3OT^ 0^30^ 4950 

Ci^^IS^ G3CnGIXOT 5000 

^^^°°°^^^S5ci.lMJ^ 5050 
Q^jCTIGAKT Tna33ftG3G CS^^^^^J^^ ^t^^^ oOTACCnXSS 5100 

^3^QCT3^KX^^ 5200 
ClQCnKEO. 5300 
^^^^^^^ S:^^ ^0^^ 5350 

a3COT3i?a' T33riarcAA 

Flu. lov/ 
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^'^'^^^ 

^^^^^ ^^^^^^ 
^^"^ SS^A 

^Tircr 

^^^^^^'^ ^S^S^ ^ScA 
^^^'^'^^SS^ S^^?^ CIG3^ 

S^S^^ 
^^^^^^^^^ '^''^^ 

^^^^^^^^^ ™^ 
ATrmCfiCA GAATIGS^ ^^J^ 
OC3^^,OOTr CXOTCI^ 6850 

^''''^''^^^^^.^^^^'''^^ '''' 
GTiGAOSKr MOC^^ 6950 

FIG. S6D 
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r^Tirrrrrcrri TAGIM3AGAC GIOoAAAAfiG 

^'^''^ ^^^^'^^ 
CC^OXmJX CCroS^ 7600 

^^^^^^''^ 

^^^^^^ 

^^^^^^^ ''^''^^^ 
eioaoosisv tg3Gaad::ic c^^^ 

'^'^S^ S^Sga 
ccft'^^na^ ^^^S 8500 

,jI,,CIGfiCA;,Cm^^ 8550 
Q33,0CXTCr CGACmXSC 8600 

;^p^300^ CCWnCAMT ^TCTT TPGGSTOCIC 8900 

aXXSAOSaG .^.^^ 8950 

^^^^^^^^^ ^^^'^ 
CIGTEWnOC A-IftGAMCAC IQGKlCTCC 

FIG. lot. 
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rrrATinCA CiaSOGIT ACICIOCfiCSG TGAAATCAAT 

^^^^'^^^^^ SS^^^ 

^^^^^^^ ^SSS 

^^^^^^^ s^?^ ^^^^^^ 
^^^^^^^^^^ 

^SSS^ 5^1^ 9400 
""^^^ TKTIC^ 9550 

^^SS^^™^^™^ ^^^^ 

FIG. I6F 
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~ 20 30 40 50 

i T:t/t;fi7RQn V2-^Ac,p.iMC) 1234 '^fi7flq0 1234567890 1234567890 

"MeTNEKEORK TKRNINRFPQ EWKFPQGQ^I VC3GVYLLERR GPRLGVRMR ED 

KASERSOERG RPQEDEKKRR PEEEW^PG YIWPLYaMS IX3rlMMI5P 100 

PGSRPSWGPr DPBBRSRNLG KVIDILTO3F ADE2CYIELV GAELOSAfiRA 150 

LAK3VFyLED G^NYMOILP GCSFSIFLIA LL9ZLTTPAS MEVFNVSGI 200 

YimmiStE SIVYE^ MHTPCrVECV QB3NSSRCW AL^^^LAARN 250 

ASVPTITERR HVDLLVGIAA BCSAIW33L 03SIFLV32L FIFSPRPHET 300 

mrxSIYP OiVSGHRMSW O^MMNWSPIT ALWSQLLRI PQAWCMWAG 350 
^..gVIi^ YYSMyGC^ 

^fisGASQK IQLWINGSW HINRTAINIII DSLi^IGFH^ LFYAHKENSS 450 

QCPERMASCR PIDWF3^ PTIYIKENSS IQHPMHYA ERP^^ ^00 

f^rnPvACTT PSPWVGITD PSGVPTi^ ENEID^MII^ NIRPBSGMrlF 550 

^k^h:^ ^^^^^^^^^ 

PWLTPRCLVD YFimm^ TIIFSIFKVR Mi:VI33VEHRL NAACOTBGE 650 
MPLLLSrr MILECAFT TLPALSIGLi HLi^jm/DVQ 700 

SSnAASVA GAffiILSn.V FHMJYM RI^-^AAYAF YGVWPLLUi 800 

ni.^;AASCQ3 WLVG^^ 
TR^/FAOLHVW VPPLIM^QG?. DAVILU^CW HFTi^VEDriK LLLALPGPDaJ 900 

i:vSARR30EI LDSPADaivS KGWRIIAPIT AY?OTKXL GZIITSLIGR 1050 

YINVDODLVG WPAEQ3SRSL IPCICGSSDL YU.^Ir^HAD^ PVRRRGDSRG 
^Sl^ I^GPIi CPAfflAVGL.- FA.:.t^ 

S^p^ ^SPPAVP QSF^A FIC-SGKS^ P^™k ^50 

AHGVDENIPT GVRITrrGSP riYSKGKEL 1300 
m^CHS TDM^IG mi^^ ^50 
^S?^ GEIH.GKAI Pl™^ ^ 

DEIJ^VAL GimVAYYPG 

VMTCVIO -IVDFSLDPIF TJETITLPQD AVSRIQRIOl TGRGKPGnR 
^SSzB. Y^x:^ ^i^^nVPIIl A^^^^ 
WIGLTHm^ HEI^QSG H^VAYQ 
SSS^ LIRLKFim:' pmLYBIiSA V^^THP IWIK^ 
VLVQGVLAAL AAYCLSI03/ VTvI^^ ^^^Z^, 
CS^iLPYIB2 CM^H^ ™^ 
^KLEVF WAIOMANFIS GIQYLAGLST LK-^AIASL 
^tSttn IljgCJWVAAQL AAEGAATAFV C^iSLftGAAIG SVGLGKVLVD 
iJ^S G^^^^I^V .^-.^^ M^WC^ 1900 

FIG. 5SG 
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H77CV-J4aa Sequence 



^^^^^^ SS^IT rcSGS^I VMCEJ/LSD FKTWLKMCLM 
L-IVIQUERL H^^SSKTT cGAETIGHVK N3IMRIVGER 

^'s::^ 

"'^ij??^ HRE^^ 
^'^^^^S^: ^SpSH rTAEAA^ 

^^^^^r ^^^^ PAEmRKSRR FARALPV^ 

^'^^^K^^ |I^3CPEDS DTESYSSMPP LHETCDHX 

SEGSSSrSGI TCCNinSSE ^^^^ VTTCAAEEDK LPINALStBL 

VK^^ 

J^^S^H ^^^^ ™^ 

KLHAVICSS YGFS^SPGQR VtJruvyH^ v^tt-t^to^ gENCGYPRCR 

SDD^^a^^^^^^^S 2750 
SVLIHCQLE QRIlCEnGA CraiEHttP ^^-^^^ cX3CaflM»/ 2950 

™^ '^'SfS^ ^™ 

KIKLKLTPIA. AAGRLDLSG/J FTPGYS^i ino 
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#1a. 3' Deletion mutants of pCV-H77C 

Sequence of 3' untranslated region of pCV-H77C 

— fl'UTR 



-•aa'msi Bints I joints 



3' variable polyU-UC 3'conseived 
{ 3' variable region; 43 nts ) . jegion 

TGA. (Stop codon for polyprotein) 

AGGTTGGGGT AAACACTCCG GCCTCI5MS CCATTTCCTG 

S"ttt' ?'t°;t?;xxx^^ xtxttxtxcx ttttttxttt =t.xcc«tc 

CTTCTTTTTT TCCTTTCTTT TTCCCTTCTT T 

^'''^".%TrT'rcl!TCTTA^^^^^^ GCTAGCTGTG AAAGGTCCGT 

^gccgStg G^GCXGATAC XGGCCTCXCT CCGAXCXG 

T 

#1a -1 pCV.H77C(-98X) ; 3' 98 nucleotides removed from pCV-H77C 

XGAAGGXXGG GGXAAACACX CCGGCCXCTLJ^CCAXTXC CXGXXTXXXX 
S^XXXXXTX XXXXXTXXXX XCXXXXXXXX XXXCXXXCCX XXCCXTCTXX 
TTITCCXXXC TXXXXCCCTX CXTXAAT 

,1a -2. pCV-H77C(-42X) ; 3' 42 nucleotides ^^J^^^^^^^^^^^^ 

XGAAGGTTGG GGXAAACACT CCGGCCTCXT^CCAXTXC CTGrTTTTTT 
;;;iTtTTTXT TTTTTXTTXX XCXXXXXXXX XXXCXXXCCX XXCCTTCTTT 
XXXXCCITIC XTTTTCCCXX CXTTAAIGGX GGCXCCAXCX XAGCCCXACX 
CACGGCXAGC XGXGAAAGGT CCGXGAGCCG CAT 

#1a .3. pCV-H77C(X.52) ; All of the 3' UTR sequence, except 3' 49 nucleotides, 
removed from PCV-H77C ,,cagaxcax 

IS&GCCGCAX GACTGCAGAG AGTGCTGAxA C.^-s,CXCXC 

FIG. i7A 
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#1a -4. pCV-H77C(X) ; All of the 3' UTR sequence, except 3' 101 nucleotides, 
removed from pCV-H77C 

TGARAXGGTG GCTCCATCTT AGCCCTAGTC ACGGCTAGCT GTGAAAGGTC 
;^GAGCCGC ATGACTGCAG AGAGTGCTGA TACTGGCCTC TCTGCAGAXC 



ATST 



#1a -5 pCV.H77C(+49X) ; The proximal 49 nucleotides of the 3' consen/ed 
region ( 98 nucleotides ; AAT not included) removed from pCV-H77C 

TGAAGGTTGG GGTAAACACT CCGGCCTCTT_^CCATTTC CTGTTTTTTT 
TTTTTTTTTT TTTTTTTTTT TCTTTTTTTT TTTCTTTCCT TTCCTTCTTT 
TTTTCCTTTC TTTTTCCCTT CTTTAATGCC GCATGACTGC AGAGAGTGCT 
GATACTGGCC TCTCTGCAGA TCATGT 

#1a -6. pCV-H77C(VR-24) ; First 24 nucleotides of the 3' variable region 
removed from pCV-H77C 

TGACTTAAGC CATTTCCXGT TTTTTTTTTT TTTTTTTTTT TTTTTTTCTT 
^^^TTTTTTC TTTCCTTTCC TTCTTTTTTT CCTTTCTTTT TCCCTTCTTT 
AATGGTGGCT CCATCTTAGC CCTAGTCACG GCTAGCTGTG AAAGGTCCGT 

g;.gccgcatg actgcagaga gtgctgatac tggcctctct gcagatcatg 

T 

#1a -7 pCV-H77C{.U/UC) ; Poly U-UC region removed from pCV-H77C 

TSEAGGTTGG GGTAAACACT CCGGCCTCTT^CCATTTC CTGAATGGTG 
G-TCCATCTT AGCCCTAGTC ACGGCTAGCT GTGAAAGGTC CGTGAGCCGC 
ATGACTGCAG AGAGTGCTGA TACTGGCCTC TCTGCAGATC ATGT 

FIG. I7B 
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#1b. Strategy of 3' Deletion mutants 

#lb-1.pCV-H77C(-98X) 



3' variable 
region 



poly U-UC 
region 



3' conserved 
region 
(98nt8) 




XbaX" 

1. PGR Amplification 

2. Purification of PCR products 

3. Digestion witli Afl II and Xba I 

4. Cloning of AflW IXba 1 fragment into pCV-H77C 

5. Complete sequence analysis 

6. in vitro transcription (within 24 hours of inoculafon) 

7. Percutaneous intrahepatic transfection into ch.mpan.ee , 11/26/97 and 12/17/97 

8. Result : Negative ( No replication) 
#1b-2.pCV.H77C(.42X) ^ 

■^^9'°" ^ . . (42nts) 




4 

Afl 11 (9403) 



Nhe I (9530) 




1. Synthesis of oligonucleotides ( sense and anti-sense ) 

2. Hybridization of oligonucleotides 

3. Digestion with Nhe I and Xba I ,U770 

4. Cloning of Nbe 1 iXba 1 fragment into pG9-KL26 (3' UTR of H77C) 

5. Sequence analysis 

6. Cloning of 3' UTR ( -42X ) [Afl II /Xba 1 fragment] mto pCV-H77C 

7. Complete sequence analysis 

8. in vitro transcription (within 24 hours ol inoculation) 

9. Percutaneous Intrahepatic trans.ection into ch.mpanzee (Schedule, 1/22/98, 2/ 



FIG. 170 
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#1b-3.pCV-H77C(X-52) 

3' variable 
region 
1T6AI 



poly U-UC 
region 



3' conserved 
region 

(52nts) 




Fusion and Extension 



iitiitiif • 

nitiiiii ) 



1. Fragment a ; P/uPCR amplification and purification 

2. Fragment b ; Synthesized oligonucleotides (anti-sense) 

3. Fusion and extension 

4. TA cloning 

5. Sequence analysis 

6. Cloning Nde \-Xba 1 fragment with correct sequence into pCV-H77C 

7. Complete sequence analysis 

B. In Wtro transcription (within 24 hours of inoculation) 
9 Percutaneous intrahepatic transfection into chimpanzee 

FIG. I7D 
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#1b-4. pCV-H77C(X) 



3' variable 
region 



poly U-UC 
region 



3' conserved 
region 
nts) 




ei Ynth0siTBl ^ nfiannucleotldes 



i 

Aide i (9160) 




1 Fragment a ; Pfu PCR amplification and purification 

2. Fragment c ; Synthesized oligonucleotides (anti-sense) 

3. Fusion and extension 

4. TA cloning 

5. Sequence analysis „ru ht7C 

6. Cloning Nde \-Xba I fragment with correct sequence mto pC V-H77C 

7. Complete sequence analysis 

8 In Wfro transcription (within 24 hours of inoculation) 
9. Percutaneous Intrahepatic transfectlon into chimpanzee 



FIG. I7E 
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#lb-5. pCV-H77C(+49X) 

3' variable 
region 



poly U-UC 
region 



3' conserved 
region 

(49nts) 




EUlEGB 



L,„ Qyry f^ggted Q fiqnnncleofides 



J 



T 



Fusion anH Extension 



1 Fragment d;P/uPCR™pmicatlon and purification 
rgmen. e : Synthesized ClgcnuCeo.ldes (an.l ) 

3. Fusion and extension 

4. TA cloning 

::r:;l«Tr.a.n,e„t„ltHco.ect sequence into pOV-HnO 

7. complete sequence analysis 
a. ,n transcription (within 24 hours 
9. Percutaneous IntrahepaMc transfecBon mto ch,mp.n»e 



FIG. I7F 
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#1b -6. pCV-H77C(VR-24) 

3' variable 
region 

n6Al(24nts)| 



poly U-UC 
region 



3' conserved 
region 




1. PCR Amplification 

2. Purification of PCR products 

3. Digestion witli Nde I and Afl\ 

4. Cloning of Nde I lAflW fragment into pCV-H77C 

5. Compiete sequence analysis 

6. in vitro transcription (witliln 24 iiours of inoculation) 

7. Percutaneous Intrahepatic transfection into ciiimpanzee 



#lb-7. pCV-H77C(-U/UC) 

3- variable PO»y U-UC 
region region 



3' conserved 
region 

, (31nts) 




4- 

Afin (9403) 
cjynffissize^ nitaonuc leotides UII'im 

AflW 

1 . Syntliesis of oligonucleotides ( sense and anti-sense ) 

2. Hybridization of oligonucleotides 

3. Digestion witin Afl 11 and Nhe 1 

4. Cloning of Afl II and Nhe \ fragment Into pG9-Kl^6 

5. Sequence analysis 

6. Cloning of 3* UTR { -poly U-UC ) [Afl W IXba I fragment] into pCV-H77C 

7. Complete sequence analysis 

8. in vitro transcription (within 24 hours of inoculation) 

9. Percutaneous intrahepatic transfection into chimpanzee 

FIG. I7G 
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HCV RNA 



Liver Histology 
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FIG. I8B 
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